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PD1266 Sequence

MALVLEIFTLLASICHVSANIFEYOVDAQPLRECELORETAFLKOADYVEQCAEDGS FOT
VoL ONDGR S CW VAN GSEVLGERPGRPVACLEFCOLOEQOI LLEGY INSTDTSYLEQC
D EGDY APV DYV OVOCWCVDAECGMEV Y G TROLGRPERCPRESCEIFNERLLHGVGDKSE
PO S AEGEFMEVOCK VN TTDMM IFD L VHSYNEFPDAFVIFSSFORRFPEVSGYCHCADS
CORELARTGLELLLDEIYD TIFAGLDLPSTFTETTLYR ILORRFLAVOSVISGRFRCPTE
CEVERFTATSFGHPYVESCRRNGDY OAVOCQTEG PCWCVDAQGKEMHGTROOGEPFSCAR
BQSCASERONALSRLYFGTSGYFSOHDLFEAPEKRWAS PRVARFATSCPPTIKELFVIDSS
LLEPMVEGOSOOFSVSENLLKEATRATFPSRELARLALOFTTNPKR LOONLFGGKFL VNV
GOFNLSGALGTRESTFNFSUFFQRLGLAS FLNGGROEDLAK DL SVELDSNS S TETPERARE
DGTMNEPTVESFGFEINLOENONALKFLAS L LELPEFLL FLOHAT SV PEDVARDLGD VME
TVLESOTCENTPERLEFVESCTTEGSYEDVOCFEGECHC VNS NGKELFGSRVREEOPRCPT
DCERKORARMOSLMGSOPAGSTLFVPACTSEGHFLPVOCFNSECYCVDAEGDAIPGTRSAT
GEPKKCPTPCOLOSEQAFLRTVOALLENSSMLEPTLED TY IPQCS TDHOWROVOCNGEPED
VFELYORWEAQONKGODLT PAKLLVKIMSYREARSGNFSLFIOSLYEBAGQLDVFRVLEQYFR
SLODVPLAALEGKRPOPRENILLEPYLFRGILNGOLSOY PGS Y EDFSTPLAHFDLRNCWE
VDEAGOELEGM RS E P E KL P PGS EEAKLRVLOPTRETER IVSASHASRFPLOGESFLVA
KGIRLRNEDLGLEPPLFPPREAFARQFLRASDYATIRLAAQSTLEFYORRRFOPDDSAGASD
LLREGPYMPQCDAFGSWE FVOUHAGTGHCOWCVDEKGGFIPGSLTARSLOTPOUCPTTCERS
BTG L swW AR SO EN P S PR D LY AL E T EY AR LA SCACSTW VD PASSEELRPGES
SEAQC P LNV LK GV L SRRV S PGy YV PACRAEL G S PVOC DOADGSCH IO VMDESEEVPE
TRVIGGOPACESPRCUPLPFNASEVW GO T ILCETI SGPTGEAMODCOLLCROGEWSVEF PEG
PLICSLESGRWE SO L P PRACORPOLWOT I TOGHPOLOLPPERMCSATYADLLOTFOVE
LILOELTARGFCOTOVE TFGTLV S T PV NN S VOV O L TRERLGVIIVTWEEELEDI PVASL
PDLHEDIERALVGKDLLGRFTDLIOSGSFOLATLDSKTFPAETIRFLOGDHFGTSPTRTHEFGC
SEGFYOVLTEEASQLGLGCVECPECSYSODEECT PO PVGFYQEDAGS LACYVPUPVERTTT
SAGAFSQTHCVTDCORNEAGLOCDONGOYRASOKORGSGEAFCVDGEARRLPWWETEAFL
EDSOCLMMOKFEKVPESKVIFDANAPVAVRSKVPDSEFFVMOC LT DO TEDEACSFFTVST
TEPEISCDFYAWTSDNVACHMTSDOKRDALGNSKATSFESLRCOOVEVRSHGODSPAVYLKE
GOGSTTTLOKRFEP TEFONMLSGLYNP IVFSASGANLTDARL FOLLACDROLCCDGFVLT
VOGEEAILICGLLSSPEVLLCNVEDWMD PAEAW RN A TCPGVTYDODESHOVILRLGDOEFIK
SLTPLEGTODTF TNFOOVY LWKD S DMESE PESMGCRKDTVPRPAS PTEAGLTTEL FS PVD
LNGVIVNGNOSLSSOKHNL PKHLFSAQOANI WCLSRCVQERS FCOLAEI TESASLYFTOT
LY PEAQVCDDIMESNAQGCRLILPOMPEALFREKEVI LEDEVENFYTRLEFOELMGTS TR
KV PMEREK S ISNGEF FEC ER RCDAD PO CTGFGFLNY SO L KGEEVTOCLTLNS LG I QMO SEENG
GAWRILDCGSPDIEVHTYFFEGWYQKPIAQNNAPS FCPLVVLPSLTEKVSLDSWOSLALSE
VWD PSS IRHFDVARY S TAAT SHESAVRDLCLSECSOHEACLITTLOTQRFGAVECMEFY ADT
e THE LN E LL LR EEATH I YRR PG IS L LS Y EASV PSP IS THGRLLGREQAIOVET
SWKOVDOF LGVPYAAPPLAFRR FOAPE PLNWTGSWDASEFRAS CWQPATR TETSPEVAEED
CLYLNVFIPONVAPNASVLYFFHN TMDREES RGN DA TDCS FLAAYGNL IVVTASYRVGVE
GFLSSGEEEVSONNGLLDOVAALTWVOTHIRGFGGDPRRVS LAADRGGADVAS THLL TAR
ATNSQLFRRAVLMGGSALS PAAVISHERAQOOATATAXEVSCEME SSQEVVECLROK PAN
VLNDAOTKLLAVSGPFHYWGPVIDGEF LREPPARALKRSLWVEVDLLIGSSQDDGLINRA
KAVEQFEESRGRTSSKTAFYOALDNSLECEDSDARVEAAATWY Y S LEHSTDD YASFSRAL
ENATRDYFIICPI IDMASAWAKRARGNVFMYHAPENYGHGSLELLADVGFALGLEFYEAY
EEOF SLEEKSLSLETMOY FSHE T RSGHPNY FYERPSRKVPTFAT FWFDFVPRAGGENY KEYF
SELLPNROGLEKADCSFWSKYISSLETSADGAKGGOSARSEREELTAGSCLREDLLSLGE
PEGSKTYSK
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Figure 1

P01266 Sequence

MALVLEIFTLLASICWVSANIFEYQVDAQPLRPCELQRETAFLKQADYVPQCAEDGSFQT
VQCONDGRSCWCVGANGSEVLGSROPGRPVACLSFCQLOKQOTITL.LSGYINSTDTSYLPQC
QDSGDYAPVQCDVQQVOQCWCVDAEGMEVYGTRQLGRPKRCPRSCEIRNRRLLHGVGDKSP
POQCSAEGEFMPVQCKFVNTTDMMIFDLVHSYNRFPDAFVTFSSFQRRFPEVSGYCHCADS
QGRELAETGLELLLDEIYDTIFAGLDLPSTFTETTLYRILQRRFLAVQSVISGRFRCPTK
CEVERFTATSFGHPYVPSCRRNGDYQAVQCQTEGPCWCVDAQGKEMHGTRQQGEPPSCAE
GQSCASERQOALSRLYFGTSGYFSQHDLFSSPEKRWASPRVARFATSCPPTIKELFVDSG
LLRPMVEGQSQOFSVSENLLKEATRATFPSRGLARLALQFTTNPKRLQONLFGGKFLVNV
GQFNLSGALGTRGTENFSQFFQQLGLASFLNGGRQEDLAKPLSVGLDSNSSTGTPEAAKK
DGTMNKPTVGSFGFEINLQENOQNALKFLASLLELPEFLLFLQHAISVPEDVARDLGDVME
TVLSSQTCEQTPERLEVPSCTTEGSYEDVQCEFSGECWCVNSWGKELPGSRVRGGQPRCPT
DCERKQRARMQSILMGSQPAGSTLEFVPACTSEGHFLPVQCEFNSECYCVDAEGQATIPGTRSAT
GKPKKCPTPCQLOSEQAFLRTVQALLSNSSMLPTLSDTYIPQCSTDGQWRQVQCNGPPEQ
VFELYQRWEAQNKGODL TPAKLLVKIMSYREAASGNFSLFIQSLYEAGQQDVFPVLSQYP
SLODVPLAALEGKRPOPRENILLEPYLFWQILNGQLSQYPGSYSDFSTPLAHFDLRNCWC
VDEAGQELEGMRSEPSKLPTCPGSCEEAKLRVLOQFIRETEEIVSASNSSRFPLGESFLVA
KGIRLRNEDLGLPPLFPPREAFAEQFLRGSDYATRLAAQSTLSFYQRRRFSPDDSAGASA
LLRSGPYMPQCDAFGSWEPVQCHAGTGHCWCVDEKGGFIPGSLTARSLQIPQCPTTCEKS
RTSGLLSSWKQARSQENPSPKDLEFVPACLETGEYARLQASGAGTWCVDPASGEELRPGSS
SSAQCPSLCNVLKSGVLSRRVSPGYVPACRAEDGGFSPVQCDQAQGSCWCVMDSGEEVPG
TRVTGGQPACESPRCPLPFNASEVVGGTILCETISGPTGSAMQQCQLLCRQGSWSVFPPG
PLICSLESGRWESQLPQPRACQRPQLWQTIQTOGHFQLQLPPGKMCSADYADLLQTFQVE
ILDELTARGFCQIQVKTFGTLVSIPVCNNSSVQVGCLTRERLGVNVTWKSRLEDIPVASL
PDLHDIERALVGKDLLGRFTDLIQSGSFQLHLDSKTFPAETIRFLOGDHFGTSPRTWEFGC
SEGFYQVLTSEASQDGLGCVKCPEGSYSQDEECIPCPVGFYQEQAGSLACVPCPVGRTTI
SAGAFSQTHCVTDCORNEAGLQCDONGQYRASQKDRGSGKAFCVDGEGRRLPWWETEAPL
EDSQCLMMOQKEFEKVPESKVIFDANAPVAVRSKVPDSEFPVMQCLTDCTEDEACSFFTVST
TEPEISCDFYAWTSDNVACMTSDQKRDALGNSKATSFGSLRCQVKVRSHGQDSPAVYLKK
GQGSTTTLORKRFEPTGFQNMLSGLYNPIVFSASGANLTDAHLFCLLACDRDLCCDGFVLT
QVQGGAITICGLLSSPSVLLCNVKDWMD PSEAWANATCPGVTYDQESHQVILRLGDQEFIK
SLTPLEGTODTFTNFQQVYLWKDSDMGSRPESMGCRKDTVPRPASPTEAGLTTELFSPVD
LNQVIVNGNQSLSSQKHWLFKHLFSAQQOANLWCLSRCVQEHSFCQLAERITESASLYFTCT
LYPEAQVCDDIMESNAQGCRLILPOMPKALFRKKVILEDKVKNFYTRLPFQKLMGISIRN
KVPMSEKSISNGFFECERRCDADPCCTGFGFLNVSQLKGGEVTCLTLNSLGIQMCSEENG
GAWRILDCGSPDIEVHTYPFGWYQKPIAQNNAPSEFCPLVVLPSLTEKVSLDSWQSLALSS
VVVDPSIRHFDVAHVSTAATSNESAVRDLCLSECSQHEACLITTLQTOQPGAVRCMFYADT
QSCTHSLQGONCRLLLREEATHIYRKPGISLLSYEASVPSVPISTHGRLLGRSQATIQVGT
SWKQVDOQFLGVPYAAPPLAERRFQAPEPLNWTGSWDASKPRASCWQPGTRTSTSPGVSED
CLYLNVFIPONVAPNASVLVFFHNTMDREESEGWPAIDGSFLAAVGNLIVVTASYRVGVF
GFLSSGSGEVSGNWGLLDQVAALTWVQTHIRGFGGDPRRVSLAADRGGADVASTHLLTAR
ATNSQLFRRAVLMGGSALSPAAVISHERAQQQATALAKEVSCPMSSSQEVVSCLRQKPAN
VLNDAQTKLLAVSGPFHYWGPVIDGHFLREPPARALKRSLWVEVDLLIGSSQDDGLINRA
KAVKQFEESRGRTSSKTAFYQALONSLGGEDSDARVEAAATWYYSLEHSTDDYASFSRAL
ENATRDYFITCPIIDMASAWAKRARGNVFMYHAPENYGHGSLELLADVQFALGLPFYPAY
EGOFSLEEKSLSLKIMOQYFSHEIRSGNPNYPYEFSRKVPTFATPWPDEFVPRAGGENYKEE
SELLPNRQGLKKADCSFWSKYISSLKTSADGAKGGQSAESEEEELTAGSGLREDLLSLQE
PGSKTYSK
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>sp_vs|P01266-2 | THYG HUMAN Isoform 2 of P01266 - Homo sapiens (Human)

MALV]

LCEIFTLLASTICWVSANTIFEYQVDAQPLRPCELQRI

gure 2

US 8,455,259 B2

RTAFLKQADYVPQCAEDGSFQT

VQCONDGRSCWCVGANGSEVLGSROQPGRPVACLSFCQLCKOQILLSGYINSTDTSYLPQC

RDSGDYAPVQCDVQQOVQCWCVDA]
PQCSAEG]

QGRI

CEV.

GQSCAS]
LLRPMV!

S LiQ]

VDEAGQ.
KGIRLRN]

L EFMPVQCKEVNTTDMMIFDLVHSYNREDP:
LLAETGLELLLDEIYDTIFAGLDLPSTFTETTLYRILORRFLAVQSVISGRFRCPTK
RRETATSFGHPYVPSCRRNGDYQAVQCQTEGPCWCVDAQGKEMHGTRQQGEPPSCAE
DLFSSPEKRWASPRVARFATSCPPTIKELFVDSG
LGOSQQFSVSENLLKEAIRAIFPSRGLARLALQFTTNPKRLOQNLFGGKFLVNV
GQFNLSGALGTRGTFNEFSQFFQOLGLASFLNGGRQ)]
DGTMNKPTVGSFGFEINLQENONALKFLASLLELPEFLLFLQHATSVPEDVARDLGDVME
TVLSSQTCEQTPERLEFVPSCTTEGSYEDVQCEFSGECWCVNSWGK:
DCEKQRARMQSLMGSQPAGSTLFVPACTS]
GKPKKCPTPCQLOS.
VERELYQRWEAQNKGODLTPAKLLVKIMSYR]

FROOALSRLYFGTSGYPSQE

LGHELPVQUEFNS]

GMEVYGTRQLGRPKRCPRSCETRNRRLLHGVGDKSE
DAFVTEFSSFORRFPEVSGYCHCADS

SDLAKPLSVGLDSNSSTGTPEAAKK

5L PGSRVRGGQPRCPT
RCYCVDAEGQATIPGTRSAL
EQAFLRTVQALLSNSSMLPTLSDTY I PQCSTDGOWRQVQCNGPPEQ
TAASGNFSLFIQSLYEAGQQDVFPVLSQYP

DVPLAALEGKRPQPRENILLEPYLFWQILNGQLSQYPGSYSDFSTPLAHFDLRNCWC

LEGMRSEPSKLPTCPGSCEEAKLRVLOFIRETEETIVSASNSSRFPLGESFLVA
LDLGLPPLFPPREAFAEQFLRGSDYATRIAAQSTLSEFYQRRRFSPDDSAGASA

LLRSGPYMPQCDAFPGSWEPVQCHAGTGHCWCVDEKGGFIPGSLTARSLOIPQCPTTCEKS

RTSGLLSSWRKQARSQENPSPKDLFVPACL:
SSAQCPSLCNVLKSGV]

L TGRYARLOASGAGTWCVDPASGEELRPGSS
LSRRVSPGYVPACRAEDGGESPVQCDQAQGSCWCVMDSGEEVPG

TRVTGGQPACESPRCPLPFNASEVVGGTILCETISGPTGSAMOQCOLLCROGSWSVEFPPG

PLICSLESGRWESQLPOQPRACQRPOLWQT]

ILD

DELTARGFCQ:
PDLHDI!

[QTOGHFQLOLPPGKMCSADYADLLOTEFQVF
[QVKTFGTLVSIPVCNNSSVQVGCLTRERLGVNVTWKSRLEDIPVASL
CRALVGKDLLGRFTDLIQSGSFQLHLDSKTFPAL
SEGFYQVLTSEASQDGLGCVKCPEGSYSQD.
SAGAFSQTHLMQOKFE.

T IRPLOGDHEFGTSPRTWEGC
SECTIPCPVGFYQEQAGSLACVPCPVGRTTI
CKVPESKVIFDANAPVAVRSKVPDSEFPVMQCLTDCTEDEACSFFET

VSTTEPELSCDEFYAWTSDNVACMTSDOKRDALGNSKATSFGSLRCOQVKVRSHGQDSPAVY

LKKGQGSTTTLQKRF:
VLTOVQGGAIICGLLSSPSVLLCNVK
FIKSLTPLEGTQDTFTNFQQVYLWKDS!

DMGSRPESMGCRK]

B PTGFOQNMLSGLYNPIVEFSASGANLTDAHLFCLLACDRDLCCDGEF
DWMDPSEAWANATCPGVTYDQ

DQESHQVILRLGDQE

DTVPRPASPTEAGLTTELFS

PVDLNQVIVNGNQSLSSQKHWLFKHLFSAQQANLWCLSRCVQEHSFCQLAEITESASLYF

TCTLYPEAQVCDDIMESNAQGCRLILPQMPKALFRKKVITL.]
TRNKVPMSEKS ISNGFFEC!
ENGGAWRTTLDCGSPDI]
LSSVVVDPSIRHFDVAHVSTAATSNEFSAVRDLCLS]

ADTQOSCTHSLOGONCRLLLREEATHIYRKPGISLLSY,

VGETSWKQVDQOFLGVPYAAPPLAERRFORPEPLNWTGSW.
SEDCLYLNVFIPONVAPNASVLVFFEHNTMDREESEGWPATDGSFLAAVGNLIVVTASYRV
DOVAALTWVQTHIRGFGGDPRRVSLAADRGGADVAS THLL
TARATNSQLFRRAVLMGGSALS PAAVISHERAQQQOATIALAK:
UNDAQTKLLAVSGPFHYWGPVIDGHFLR.
NRAKAVKQFEESRGRTSSKTAFYQALONSLGG:
ENATRDYFIL:

GVFGFLSSGSG]

PANV]

RAT,

BVSGNWGLL!

LCSQH]

PAY]

FLGOFSLEEKSLSLKIMOYFSHEFIRSGNPNYPY]
KEFS]

LOEPGSKTYSK

L[CPIIDMASAWAKRARGNVEMYHAP.

EDKVENFYTRLPFOQKLMGTS
FRRCDADPCCTGFGFLNVSQLKGGEVTCLTLNSLGIQOMCSE
SVHTYPFGWYQKPIAQNNAPSFCPLVVLPSLTEKVSLDSWOSLA
SACLITTLOTOPGAVRCMEY
T ASVPSVPISTHGRLLGRSQATIQ
DASKPRASCWQPGTRTSTSPGV

RVSCPMSSSQEVVSCLRQK
L PPARAT.KRSLWV.

SNYGHGSL.

SVDLLIGSSQDDGLI

CDSDARVEAAATWYYSLEHSTDDYASHEFS

CLLADVOQFALGLPFY

CFSRKVPTEFATPWPDEVPRAGGENY
L LLPNRQGLKKADCSEFWSKYISSLKTSADGAKGGQSAESEER]

TELTAGSGLREDLLS
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Figure 3

Q59GF0 (Tg variant-Fragment) Sequence

>Q59GF0 |Q59GF0 HUMAN Thyroglobulin variant (Fragment) - Homo sapiens (Human) .
TPRKPISKRPVRPSLPRSPRCPLPFNASEVVGGTILCETISGPTGSAMOQCQOLLCROGSW
SVFPPGPLICSLESGRWESQLPQPRACQRPQLWOTIQTQGHFQLQLPPGKMCSADYAGLI,
QTFQVFILDELTARGFCQIQVKTFGTLVSIPVCNNSSVOVGCLTRERLGYVNVTWKSRLED
TPVASLPDLHDIERALVGKDLLGRFTDLIQSGSFQLHLDSKTFPAETIRFLOGDHFGTSP
RITWEFGCSEGFYQVLT SEASQDGLGCVKCPEGSYSQDEECTPCPVGFYQEQAGSLACVECEPE
VGRTTISAGAFSQTHCVTDCORNEAGCGLOCDONGQYRASQOKDRGSGKAFCVDGEGRRLPWW
ETEAPLEDSQCLMMOKEFEKVPESKVIFDANAPVAVRSKVEPDSEFPVMOCLTDCTEDEACS
FEIVSTTEPEISCDEFYAWTSDNVACMTSDOKRDALGNSKATSFGSLRCOQVKVRSHGQODSP
AVYLKKGOGSTTTLQKRFEPTGFONMLSGLYNPIVFSASGANLTDAHLFCLLACDRDLCC
DGFVLTQVQGGATIICGLLSSPSVLLCNVKDWMDPSEAWANATCPGVTYDQESHQVILRLG
DREFIKSLTPLEGTQDTEFTNFQOVYLWKDSDMGSRPESMGCRKNTVPRPASPTEAGLTTE
LESPVDLNQVIVNGNOSLSSQKHWLFKHLFSAQQOANTIWCLSRCVQEHSFCQLAETITESAS
LYFTCTLYPEAQVCDDIMESNAQGCRLILPOMPKATLFREKKVILEDKVKNFYTRLPFQKLT
GISIRNKVPMSEKSISNGFFECERRCDADPCCTGEFGFLNVSQLKGGEVTCLTLNSLGIOM
CSEENGGAWRILDCGSPDIEVHTYPFGWYQKPTAQNNAPSFCPLVVLPSLTEKVSLDSWO
SLALSSVVVDPSTRHFDVAHVSTAATSNEFSAVRDLCLSECSQHEACLITTLOTOQPGAVRC
MEFYADTQSCTHSLQGONCRLLLREEATHIYRRPGISLLSYEASVPSVPISTHGRLLGRSO
AIQVGTSWKQVDQFLGVPYA&PPLAERRFQAPEPLNWTGSWDASKPRASCWQPGTRTSTS
PGVSEDCLYLNVFIPONVAPNASVLVFFHNTMDREESEGWPATIDGSFLAAVGNLIVVTAS
YRVGVFGFLSSGSGEVSGNWGLLDOQVAALTWVQTHIRGFGGDPRRVSLAADRGGADVASTI
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THYROGLOBULIN QUANTITATION BY
MASS SPECTROMETRY

CROSS REFERENCE TO RELATED PATENT
APPLICATIONS

This application claims priority under 35 U.S.C. §120 to
U.S. application Ser. No. 12/001,076, filed Dec. 6, 2007,

incorporated herein by reference 1n 1ts entirety.

SEQUENCE LISTING

The 1nstant application contains a Sequence Listing which
has been submitted in ASCII format via EFS-Web and 1s
hereby 1incorporated by reference 1n its entirety. Said ASCII
copy, created on Sep. 15, 2011, 1s named 54769284 .1xt and 1s
62,398 bytes 1n size.

FIELD OF THE INVENTION

The invention relates to the quantitation of thyroglobulin.
In a particular aspect, the mvention relates to methods for
quantitation of thyroglobulin by mass spectrometry.

BACKGROUND OF THE INVENTION

The following description of the background of the inven-
tion 1s provided simply as an aid in understanding the inven-
tion and 1s not admitted to describe or constitute prior art to
the 1nvention.

Thyroglobulin, or Tg, 1s a large dimeric secretary glyco-
protein with a molecular weight of 660 kDa comprised of
noncovalently bound homodimers.

Tg molecules exist 1n several forms. The three major Tg
molecule sequences as found 1n the UniProt Knowledgebase

(Swiss-Prot+TrEMBL) are PO1266 (Human Thyroglobulin
Precursor), PO1266-2 (Isoform 2 of P01266), and Q39GF02
(Human Thyroglobulin Variant). (See FIGS. 1, 2, and 3,
respectively.)

P01266 1s the major variant of PO1266 with a length of
2768 AA; P01266-2 1s an 1soform of PO1266 with a length of
2711 AA. P01266-2 varies from P0O1266 at amino acid posi-
tions 1510 to 1567 of Tg; and Q59GFO 1s a thyroglobulin
fragment with alength of 1574 AA. Q359GFO0 contains amino
acids from positions 1212 to 2768 of Tg.

Tg can only be produced 1n the thyroid gland and may be
produced by either normal well differentiated benign thyroid
cells or thyroid cancer cells. It 1s the precursor protein for
thyroid hormone syntheses and serves as the matrix for thy-
roid 10dine storage. Tg 1s used by the thyroid gland to produce
the thyroid hormones thyroxine (14) and trnodothyroine
(13). Tg levels 1n the blood can be used as a tumor marker for
differentiated thyroid carcinoma (DTC). A high level of Tg1n
the blood 1s not by itself an indicator of thyroid cancer, but
persistence of Tg 1n the blood following surgical removal of
the thyroid gland indicates persistence of thyroid tissue. A
course ol treatment following detection of Tg 1n the blood
tollowing surgical removal of the thyroid gland may include
administration of radioiodine to ablate all remaining normal
thyroid. Continued persistence of Tg 1n the blood following
ablation of all normal thyroid could indicate that some
amount of tumor 1s still present.

Several methods for quantaition of Tg have been devel-

oped. For example Spencer, et al., Thyroid, 1999, 9(5):435-41
and Persoon, et al., Clinical Chem 2006, 52(4):686-691 dis-
close 1mmunometric, radioimmunometric, and 1mmu-

nochemiluminometric methods for quantitation of Tg. These
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methods are all subject to methodological problems such as
differences 1n standardization, variability 1n interassay sensi-

tivity and precision, hook effects, and interference attribut-
able to Tg antibodies. The problem of interference attribut-
able to Tg antibodies is particularly troubling for clinical
application of monitoring Tg levels as a tumor marker
because up to 20% of thyroid cancer patients have T'g autoan-
tibodies.

SUMMARY OF THE INVENTION

The present invention provides methods for quantitation of
Tg 1n a sample by mass spectrometry, including tandem mass
spectrometry.

In one aspect, methods are provided for determining the
amount of Tg 1n a test sample that include: (a) subjecting a Tg
containing test sample to digestion resulting 1n creation of Tg
peptides; (b) purilying one or more Tg peptides; (¢) 1onmzing
one or more Tg peptides; (d) detecting the amount of the Tg
peptide 1on(s) by mass spectrometry; and (e) relating the
amount of detected Tg peptide 10on(s) to the amount of Tg 1n
the test sample. A preferred enzyme for preparing T'g peptides
1s trypsin. A suitable T'g peptide for the method 1s one that can
be evaluated by mass spectrometry and can be suiliciently
purified from related peptides that may be generated from
proteins other than Tg. An example of one such peptide 1s
peptide T129 (sequence VIFDANAPVAVR) (SEQ ID NO: 4)
which contains amino acids from positions 1579 to 1590 of
Tg, has a molecular weight of about 1,270 Da, and 1s present
in all three 1soforms of Tg. See FI1G. 4.

Formation of peptide T129 provides a unique trypsin gen-
erated peptide for thyroglobulin. Also, creation of peptide
1129 from tryptic digestion ol T'g should be unatiected by the
presence or absence of the Tg antibodies. Thus, measurement
of the increase 1n peptide T129 1n a test sample offers a way of
quantitating the amount of Tg originally 1n the test sample
free from inference from Tg antibodies.

Any appropriate method may be used to determine the
amount of Tg peptide resulting from digestion of Tg 1n a
sample. In the event that a test sample may contain endog-
enous T'g peptide, steps may be taken to make certain that the
endogenous peptide 1s not confused with peptide generated
by digesting Tg 1n sample. One approach 1s to remove the
endogenous Tg peptide from the sample before digesting Tg.
This may done, for example, using a size separation tech-
nique. Another approach 1s to analyze a portion of a test
sample according to the claimed methods but excluding the
digestion step 1n order to establish a baseline level for the
endogenous peptide 1n the test sample. In this approach, the
once a baseline 1s determined, it can be subtracted from the
post-digestion level of the peptide, the later representing both
the endogenous peptide and that generated by digestion.

Because the methods may be applied to complex test
samples (particularly body tluids or test samples derived from
tissue), steps may be taken to purily Tg 1in the test sample prior
to digestion. This may clone, for example, using a size sepa-
ration technique.

In some embodiments, the methods include generating one
or more Tg peptide 1ons 1n which at least one of the 1ons has
a mass/charge ratio (m/z) corresponding to that of (singly or
multiply charged) peptide T129 1ons. In preferred related
embodiments, the methods include generating one or more
Tg peptide 10ons 1n which at least one has m/z of 1272.8+0.5,
636.4+0.5, or 424.3+0.5 (corresponding to singly, doubly, or
triply charged peptide T129 1ons). In related preferred
embodiments, the methods may include generating one or
more fragment 1ons of a Tg peptide 1on 1n which at least one
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has a m/z of 541.3+0.5, 612.3+0.5, 726.4+0.5, 797.4+0.5,
012.4+£0.5, or 1059.5+£0.5; preferably one or more of the
fragment 10ns are selected from the group consisting of 10ns
with a m/z of 797.4+0.5, 912.4+0.5, and 1059.5+0.5.

In some embodiments, the purification in step (b) 1s accom-
plished with at least one size separation technique. Prefer-
ably, size separation techmiques may be filtration, LC, or any
combination thereof. In certain preferred embodiments, the
test sample 1s a body fluid or tissue. In some embodiments, an
additional step 1s included where a second quantity of the test
sample 1s subjected to steps (b) through (e) 1n order to estab-
lish a baseline level of one or more endogenous Tg peptides.
In these embodiments, this baseline level can be subtracted
from the amount of Tg peptide 1on(s) detected in the test
sample to determine the amount of Tg peptide 1on(s) that
result from Tg 1n the original test sample. In other embodi-
ments, the methods include an additional nitial step of puri-
tying Tg in the test sample prior to digestion. In these embodi-
ments, the pre-digestion purification and/or the purification in
step (b) may each be accomplished with at least one size
separation technique. Preferably, at least one size separation
technique used 1n both pre-digestion purification and step (b)
1s filtration; more preferably, this filtration 1s done with a
molecular weight cut-off filter with molecular weigh cut off
that allows for retention of Tg above the filter and allows Tg
peptides to pass through with the filtrate. In related embodi-
ments, the molecular weigh cut-off 1s about 2 kD to 300 kD;
more preferably about 100 kD to 300 kD). In these embodi-
ments, the two filtrations (pre-digestion and step (b)) may be
conducted with the same filter.

In a second aspect, methods are provided for determining
the amount of Tg 1n a test sample that include: (a) subjecting
a 'Tg containing test sample to digestion resulting 1n creation
of peptide T129; (b) puriiying peptide T129; (¢) 1omzing
peptide T129 to generate a precursor 1on with a m/z of
636.4+0.5; (d) fragmenting the peptide 1129 precursor 1on to
form one or more fragment 1ons 1n which atleast one has am/z
of about 797.4+0.5, 912.4+0.5, or 1059.5+0.5; detecting the
amount of peptide T129 precursor ions, one or more fragment
ions, or both, by mass spectrometry; and (e) relating the
amount of detected 1on(s) to the amount of Tg 1n the test
sample. In certain preferred embodiments, the test sample 1s
a body fluid or tissue or tissue. In some embodiments, an
additional step 1s included where a second quantity of the test
sample 1s subjected to steps (b) through (e) 1n order to estab-
lish a baseline level of one or more endogenous peptide T129.
In these embodiments, this baseline level can be subtracted
from the amount of peptide T129 1on(s) detected in the test
sample to determine the amount of peptide T129 1on(s) that
result from Tg 1n the original test sample. In other embodi-
ments, the methods include an additional 1nitial step of puri-
tying Tg in the test sample prior to digestion. In these embodi-
ments, the pre-digestion purification and/or the purification in
step (b) may each be accomplished with at least one size
separation technique. Preferably, at least one size separation
technique used 1n both pre-digestion purification and step (b)
1s filtration; more preferably, this filtration 1s done with a
molecular weight cut-off filter with molecular weigh cut off
that allows for retention of Tg above the filter and allows Tg
peptides to pass through with the filtrate. In related embodi-
ments, the molecular weigh cut-oif 1s about 2 kD to 300 kD;
more preferably about 100 kD to 300 kD. In these embodi-
ments, the two filtrations (pre-digestion and step (b)) may be
conducted with the same filter.

As used herein, the term “purification” or “puritying” does
not refer to removing all materials from the sample other than
the analyte(s) of interest. Instead, purification refers to a
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procedure that enriches the amount of one or more analytes of
interest relative to one or more other components of the
sample. Purification, as used herein, does not require the
1solation of an analyte from all others. In preferred embodi-
ments, a purification step or procedure can be used to remove
one or more interfering substances, €.g., one or more sub-
stances that would interfere with the operation of the nstru-
ments used 1n the methods or substances that may interfere
with the detection of an analyte 10n by mass spectrometry.

As used herein, the term “about™ 1n reference to quantita-
tive measurements, not including the measurement of mass of
an 1on, refers to the indicated value plus or minus 10%.

As used herein, the term “substantially all” refers to any
proportion greater than 50%, more preferably greater than
60%, more preferably greater than 70%, more preferably
greater than 80%, and more preferably greater than 90%.

As used herein, the term “test sample” refers to any sample
that may contain Tg. As used herein, the term “body fluid or
tissue” means any fluid or tissue that can be 1solated from the
body of an individual. For example, “body fluid or tissue”
may include blood, plasma, serum, bile, saliva, urine, tears,
perspiration, and the like. If solid tissue 1s to be analyzed, 1t
may be processed to release a liquid fraction that could con-
tain any Tg present 1n the tissue. The liquid fraction can then
be subject to the methods described herein.

As used herein, the term ““digestion” means proteolytic
cleavage of proteins into peptides. Digestion agents may
include trypsin, Lyc-C, Arg-R, Asp-N and the like. Digestion
1s carried out by adding a digestion agent (1.€., an enzyme) to
a sample and incubating for some period of time.

As used herein, “T'g” or “Tg molecule” means an intact Tg
protein molecule.

Asused herein, the term “T'g peptide” means any peptide of
100 amino acids or less that 1s a fragment of the native Tg. Tg
peptides can be endogenous to a test sample or formed as a
result of digestion of Tg. Peptide T129 1s an example ofa Tg
peptide formed as a result of trypsin digestion of Tg.

As used herein, the term “s1ze separation technique™ means
any technique (physical or chemical) that allows for the sepa-
ration of at least one species from a test sample based on any
one or more of molecular weight and shape. Examples of such
techniques include, but are not limited to, filtration, chroma-
tography, and certain aspects ol mass spectrometry.

As used herein, the term “chromatography” refers to a
process in which a chemical mixture carried by a liquid or gas
1s separated into components as a result of differential distri-
bution of the chemical entities as they flow around, over,
and/or through a stationary liquid or solid phase.

As used herein, the term “liquid chromatography” or “LC”
means a process of selective retardation of one or more com-
ponents of a fluid solution as the fluid uniformly percolates
through a column of a finely divided substance, or through
capillary passageways. The retardation results from the dis-
tribution of the components of the mixture between one or
more stationary phases and the bulk tfluid, (1.e., mobile phase),
as this fluid moves relative to the stationary phase(s). “Liquid
chromatography™ includes reverse phase liquid chromatog-
raphy (RPLC), high performance liquid chromatography
(HPLC) and high turbulence liquid chromatography (HTLC).

As used herein, the term “high performance liquid chro-
matography” or “HPLC” refers to liquid chromatography in
which the degree of separation is increased by forcing the
mobile phase under pressure through a stationary phase, typi-
cally a densely packed column.

As used herein, the term “mass spectrometry” or “MS”
refers to an analytical technique to i1dentity compounds by
their mass. MS refers to methods of filtering, detecting, and
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measuring 1ons based on their m/z. MS technology generally
includes (1) 1onizing the compounds to form charged species
(e.g.,10ns); and (2) detecting the molecular weight of the 10ns
and calculating their m/z. The compounds may be 1onized and
detected by any suitable means. A “mass spectrometer’” gen-
erally includes an 10nizer and an 1on detector. In general, one
or more molecules of interest are 1onized, and the 1ons are
subsequently introduced into a mass spectrographic instru-
ment where, due to a combination of magnetic and electric

ficlds, the 10ns follow a path 1n space that 1s dependent upon
mass (“m”) and charge (“z). See, e.g., U.S. Pat. Nos. 6,204,

500, entitled “Mass Spectrometry From Surfaces;” 6,107,
623, entitled “Methods and Apparatus for Tandem Mass
Spectrometry;” 6,268,144, entitled “DNA Diagnostics Based
On Mass Spectrometry;” 6,124,137, entitled “Surface-En-
hanced Photolabile Attachment And Release For Desorption
And Detection Of Analytes;” Wright et al., Prostate Cancer
and Prostatic Diseases 2:264-76 (1999); and Merchant and
Weinberger, Flectrophoresis 21:1164-67 (2000).

As used herein, the term “operating 1n positive 10n mode”
refers to those mass spectrometry methods where positive
ions are detected. Similarly, the term “operating 1n negative
ion mode” refers to those mass spectrometry methods where
negative 1ons are detected.

As used herein, the term “1onization” or “1onizing” refers
to the process ol generating an analyte 1on having a net
clectrical charge equal to one or more electron units. Positive
ions are those having a net positive charge of one or more
clectron units. Negative 1ons are those having a net negative
charge of one or more electron units.

As used herein, the term “electron 1onization” or “EI”
refers to methods 1n which an analyte of interest 1n a gaseous
or vapor phase interacts with a flow of electrons. Impact of the
clectrons with the analyte produces analyte 10ns, which may
then be subjected to a mass spectrometry technique.

As used herein, the term ‘“‘chemical 1onization” or “CI”
refers to methods 1n which a reagent gas (e.g. ammonia) 1s
subjected to electron impact, and analyte 10ns are formed by
the interaction of reagent gas 1ons and analyte molecules.

As used herein, the term ‘“fast atom bombardment” or
“FAB” refers to methods in which a beam of high energy
atoms (often Xe or Ar) impacts a non-volatile sample, des-
orbing and 1onizing molecules contained 1n the sample. Test
samples are dissolved 1n a viscous liquid matrix such as
glycerol, thioglycerol, m-nitrobenzyl alcohol, 18-crown-6
crown ether, 2-nitrophenyloctyl ether, sulfolane, diethanola-
mine, and triethanolamine. The choice of an appropnate
matrix for a compound or sample 1s an empirical process.

As used herein, the term “matrix-assisted laser desorption
ionization” or “MALDI” refers to methods in which a non-
volatile sample 1s exposed to laser irradiation, which desorbs
and 1on1zes analytes in the sample by various 1onization path-
ways, icluding photo-ionization, protonation, deprotona-
tion, and cluster decay. For MALDI, the sample 1s mixed with
an energy-absorbing matrix, which facilitates desorption of
analyte molecules.

As used herein, the term “surface enhanced laser desorp-
tion 1onization” or “SELDI” refers to another method in
which a non-volatile sample 1s exposed to laser rradiation,
which desorbs and 1onizes analytes 1n the sample by various
ionization pathways, including photo-ionization, protona-
tion, deprotonation, and cluster decay. For SELDI, the sample
1s typically bound to a surface that preferentially retains one
or more analytes of interest. As in MALDI, this process may
also employ an energy-absorbing material to facilitate 10n-
1zation.
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As used herein, the term “electrospray 1onization™ or
“ESI,” refers to methods 1n which a solution 1s passed along a
short length of capillary tube, to the end of which 1s applied a
high positive or negative electric potential. Solution reaching
the end of the tube 1s vaporized (nebulized) 1nto a jet or spray
of very small droplets of solution 1n solvent vapor. This mist
of droplets flows through an evaporation chamber, which 1s
heated slightly to prevent condensation and to evaporate sol-
vent. As the droplets get smaller the electrical surface charge
density increases until such time that the natural repulsion
between like charges causes 1ons as well as neutral molecules
to be released.

As used herein, the term “atmospheric pressure chemical
ionization” or “APCI,” refers to mass spectrometry methods
that are similar to ESI; however, APCI produces 1ons by
ion-molecule reactions that occur within a plasma at atmo-
spheric pressure. The plasma 1s maintained by an electric
discharge between the spray capillary and a counter elec-
trode. Then 10ns are typically extracted into the mass analyzer
by use of a set of differentially pumped skimmer stages. A
countertlow of dry and preheated N, gas may be used to
improve removal of solvent. The gas-phase i1onization 1n
APCI can be more effective than ESI for analyzing less-polar
Specles.

The term “Atmospheric Pressure Photoionization” or
“APPI” as used herein refers to the form of mass spectrometry
where the mechanism for the photoionization of molecule M
1s photon absorption and electron ejection to form the
molecular M+. Because the photon energy typically 1s just
above the 1onization potential, the molecular 10n 1s less sus-
ceptible to dissociation. In many cases 1t may be possible to
analyze samples without the need for chromatography, thus
saving significant time and expense. In the presence of water
vapor or protic solvents, the molecular 1on can extract H to
form MH+. This tends to occur if M has a high proton affinity.
This does not affect quantitation accuracy because the sum of
M+ and MH+ 1s constant. Drug compounds 1n protic solvents
are usually observed as MH+, whereas nonpolar compounds
such as naphthalene or testosterone usually form M+. Robb,
D. B., Covey, T. R. and Bruins, A. P. (2000): See, e¢.g., Robb
et al., Atmospheric pressure photoilonization: An 1onization
method for liquid chromatography-mass spectrometry. Aral.
Chem. 72(15): 3653-3659.

As used herein, the term “inductively coupled plasma™ or
“ICP” refers to methods in which a sample 1s interacted with
a partially 1onized gas at a sufficiently high temperature to
atomize and 1onize most elements

As used, herein, the term “field desorption” refers to meth-
ods 1n which a non-volatile test sample 1s placed on an 10n-
1zation surface, and an intense electric field 1s used to generate
analyte 10ns.

As used herein, the term “desorption” refers to the removal
of an analyte from a surface and/or the entry of an analyte into
a gaseous phase.

As used herein, the term “limit of quantification” or “LOQ”
refers to the point where measurements become quantita-
tively meaningful. The analyte response at this LOQ 1s 1den-
tifiable, discrete and reproducible with a precision o1 20% and
an accuracy of 80% to 120%.

In certain preferred embodiments of the methods disclosed
herein, mass spectrometry is performed in positive 10n mode.
In certain particularly preferred embodiments of the methods
disclosed herein, mass spectrometry 1s performed using ESI
as the method of creating 1ons from Tg peptides.

In preferred embodiments, the 10ns from Tg peptide 1on-
ization detectable 1n a mass spectrometer are selected from
the group consisting of 1ons with a m/z of 636.4+0.5,
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1059.5£0.5, 921.4x0.5, 797.4+£0.5, 726.4x0.5, 612.3£0.5,
and 541.3+0.5; the first 1on listed (m/z of 636.4+0.5) being a

precursor 1on with a net charge of positive 2 electron units and
the latter six 1ons listed being fragment 10ns of the precursor
ion. In particularly preferred embodiments, the precursor 10n
has a net charge of positive 2 electron units and a m/z of about

636.4+0.5, and the fragment 10ns have a m/z of 1059.5+0.3,
021.4+0.5, or 797.4+0.5.

In some preferred embodiments, a separately detectable
internal standard peptide (e.g., T129) 1s imntroduced in the test
sample after trypsin digestion. In these embodiments, all or a
portion of the peptide present in the test sample both from
digestion of endogenous Tg and the addition of the internal
standard are 1onized to produce a plurality of 1ons detectable
in a mass spectrometer, and one or more 10ns produced from
the peptide 10n1zation are detected 1n a mass spectrometer.

In other preferred embodiments, a separately detectable
internal Tg standard 1s provided 1n the test sample prior to
trypsin digestion. In these embodiments, all or a portion of
both the endogenous Tg and the internal standard present in
the test sample are digested by trypsin resulting in formation

of Tg peptides. Tg peptides are 10n1zed to produce a plurality
ol 1ons detectable 1n a mass spectrometer, and one or more
ions produced from Tg peptide 1onmization are detected by
mass spectrometry.

In preferred embodiments, the 1ons detectable 1n a mass
spectrometer produced from the 1onization of Tg peptides

resulting from Tg digestion are selected from the group con-
sisting of 1ons with a m/z of 636.4+0.5, 1039.5+0.3,
021.4+0.5,797.4+0.5,726.4x0.5, 612.3+0.5, and 541.3+0.5;
the first 10n listed (m/z of 636.4+0.5) being a precursor 10n
with a net charge of positive 2 electron units and the latter six
ions listed being fragment 1ons of the precursor 1on. In par-
ticularly preferred embodiments, the precursor 10n has a net
charge ol positive 2 electron units and am/z 01 636.4+0.5, and
the fragment 1ons have a m/z of 1059.5x0.5, 921.4x0.5,
797.4+0.5.

In preferred embodiments, the presence or amount of Tg
peptide 1ons 1s related to the presence or amount of Tg 1n the
original test sample by comparison to a reference Tg sample.
In one embodiment, the methods involve the combination
of LC with mass spectrometry. In another preferred embodi-
ment, the mass spectrometry 1s tandem mass spectrometry
(MS/MS).

The summary of the mvention described above 1s non-
limiting and other features and advantages of the invention
will be apparent from the following detailed description of the

invention, and from the claims.

BRIEF DESCRIPTION OF THE DRAWINGS

FI1G. 1 shows the amino acid sequence for PO1266 (Human
Thyroglobulin Precursor) (SEQ 1D NO: 1).

FIG. 2 shows the amino acid sequence for PO1266-2 (Iso-
form 2 o1 P01266) (SEQ ID NO: 2).

FIG. 3 shows the amino acid sequence for Q59GFO (Thy-
roglobulin Variant-Fragment) (SEQ ID NO: 3).

FIG. 4 shows a comparison of the three sequences con-
tained 1n FIGS. 1-3 demonstrating that they all contain amino
acids corresponding to positions 1579 to 1590 of Tg.

Sequence P01266 1s on top (SEQ ID NO: 1); sequence
P01266-2 1s 1n the middle (SEQ ID NO: 2); and sequence
Q59GFO 1s at the bottom (SEQ ID NO: 3).

FIG. 5 shows the limit of quantitation verification for Tg
peptide 1on with m/z corresponding to peptide T129 by

MS/MS. The equation describing the trend line for FIG. 5 1s
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as follows: y=1E-05x"-0.0007x+0.0114x"-0.0787x+
0.2606. R*=0.9833 for this fit. Details are described in

Example 1.

FIG. 6 shows the linearity of the quantitation of peptide
1129 1n senally diluted stock samples using an LC-MS/MS
assay. The equation describing the trend line for FIG. 6 1s as
follows: y=26.919x°4+2939.4x+310.78. R*=0.9988 for this
fit. Details are described in Example 1.

FIG. 7 shows the limit of quantitation verification for pep-
tide T129 1 strnipped serum by MS/MS. The equation
describing the trend line for FIG. 7 1s as follows: y=1807.2x—
1975.R*=0.9993 for this fit. Details are described in Example
2.

FIG. 8 shows the linearity of the quantitation of peptide
T129 mpeptide T129 spiked stripped serum using an LC-MS/
MS assay. Details are described in Example 2.

FIG. 9 shows the linearity of the quantitation of Tg peptide
ions with m/z corresponding to peptide T129 using an LC-
MS/MS assay 1n stripped serum spiked with Tg prior to
processing and concentration according to the methods
described herein. The equation describing the trend line for
FIG. 9 is as follows: y=218.15x+8363.2. R"=0.9681 for this

fit. Details are described in Example 3.

DETAILED DESCRIPTION OF THE INVENTION

Methods are described for quantitatively measuring Tgin a
test sample. This quantitative measurement 1s achieved
through the use of LC-MS/MS techniques. Prior to the use of
LC-MS/MS, samples may be prepared by the following tech-
nique, or any portion thereot. A first purification of Tg in a test
sample may be conducted through the use of a size separation
technique such that substantially all Tg in the test sample 1s
retained. Following the first purification step, enzymatic
digestion of Tg may be carried out creating Tg peptides of
interest. After digestion, another utilization of a size separa-
tion technique may be employed such that a selected Tg
peptide generated 1n the enzymatic digestion of Tg 1s purified.
This second size separation technique can be used to remove
substantially all undigested, higher-molecular weight spe-
cies. Properly executed, the sample preparation techniques
ensure that selected Tg peptides quantitated by LC-MS/MS
directly result from enzymatic digestion of Tg originally 1n
the test sample; thus, the level of selected Tg peptides 1n the
test sample at the start of LC-MS/MS 1s directly proportional
to the amount of Tg originally present in the test sample.

Any suitable size separation technique may be utilized, but
in the examples that follow, both the first and second size
separation techniques are filtration through a molecular
weilght cut-off filter. It 1s also possible, as discussed 1n the
Examples that follow, to select a molecular weight cut-off
filter with an appropriate molecular weight cut-oil such that
the same filter can be used for both the first size separation and
the second size separation.

LC, most preferably HPLC, 1s utilized, may be utilized
either alone or 1n combination with other purification meth-
ods, to purily selected Tg peptides. This purification 1s com-
bined with MS/MS, thereby providing an assay system for
quantifying selected Tg peptides 1n a test sample. The quan-
tity of the selected Tg peptides 1n the test sample 1s then used
to determine the quantity of Tg in the original test sample. The
Tg quantitation methods provided herein have enhanced
specificity and are less subject to methodological problems
(such as Tg antibody interference).

Suitable test samples may include any test sample that may
contain the analyte of interest. In some preferred embodi-
ments, a sample 1s a biological sample; that 1s, a sample
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obtained from any biological source, such as an animal, a cell
culture, an organ culture, and the like. In certain preferred
embodiments, samples are obtained from a mammalian ani-
mal, such as a dog, cat, horse, etc. Particularly preferred
mammalian animals are primates, most preferably humans.
Particularly preferred samples include blood, plasma, serum,
urine, saliva, tears, cerebrospinal fluid, or other body fluid or
tissue samples. Such samples may be obtained, for example,
from a patient; that 1s, a living person presenting oneself 1n a
climical setting for diagnosis, prognosis, or treatment of a
disease or condition. The test sample 1s preferably obtained
from a patient, for example, serum or plasma.

Sample Preparation for Mass Spectrometry

Samples may be processed or purified to obtain prepara-
tions that are suitable for analysis by mass spectrometry. Such
purification will usually include chromatography, such as
liquid chromatography, and may also often 1volve an addi-
tional purification procedure that 1s performed prior to chro-
matography. Various procedures may be used for this purpose
depending on the type of sample or the type of chromatogra-
phy. Examples include filtration, centrifugation, combina-
tions thereof and the like. In certain preferred embodiments,
Tg present 1n a test sample prior to enzymatic digestion.

Filtration 1s one preferred method of preparing a test
sample, especially a biological test sample, such as serum or
plasma, for chromatography. Such filtration 1s carried out by
filtering a test sample through a molecular weight cut-oif
filter to separate species with molecular weights higher than
the filter’s cut-oit (including Tg) from those with molecular
weights lower than the filter’s cut-off. The test sample
remaining above the filter following complete (or near com-
plete) filtration 1s substantially free of potentially interfering
species with molecular weights lower than the filter’s cut-off.

The pH of the test sample may then be adjusted to any point
required by a digestion agent. In certain preferred embodi-
ments, the digestion agent is trypsin and pH can be adjusted
with a solution of ammonium acetate to have a pH suitable for
this enzyme. In these preferred embodiments, the sample 1s
then digested with trypsin to form Tg peptides (including
peptide T129).

After trypsin digestion, the sample may be purified with a
second filtration. This post-digestion filtration can be carried
out similarly to the pre-digestion filtration described above
(with the exception that the filtrate 1s retained), 1n order to
separate Tg fragments from potentially interfering species
with molecular weights higher than the filter’s cut-oif that
may also be present 1 the sample. The filtrate from this
post-digestion filtration can then be purified by liquid chro-
matography and subsequently subjected to mass spectrom-
etry analysis.

Various methods have been described imnvolving the use of
HPLC for sample clean-up prior to mass spectrometry analy-
s1s. See, e.g., Taylor et al., Therapeutic Drug Monitoring
22:608-12 (2000) (manual precipitation of blood samples,
tollowed by manual C18 solid phase extraction, injection mnto
an HPLC for chromatography on a C18 analytical column,

and MS/MS analysis); and Salm et al., Clin. Therapeutics 22
Supl. B:B71-B85 (2000) (manual precipitation of blood
samples, followed by manual C18 solid phase extraction,
injection mto an HPLC for chromatography on a C18 ana-
lytical column, and MS/MS analysis). One of skill in the art
may select HPLC instruments and columns that are suitable
for use 1n the methods. The chromatographic column typi-
cally includes a medium (i.e., a packing material) to facilitate
separation of chemical moieties (i.e., fractionation). The
medium may include minute particles. The particles include a
bonded surface that interacts with the various chemical moi-
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cties to facilitate separation of the chemical moieties. One
suitable bonded surface 1s a hydrophobic bonded surface such
as an alkyl bonded surface. Alkyl bonded surfaces may
include C-4, C-8, or C-18 bonded alkyl groups, preferably
C-8 bonded groups. The chromatographic column includes
an inlet port for receiving a sample and an outlet port for
discharging an eftfluent that includes the fractionated sample.

In certain embodiments, an analyte may be purified by
applying a sample to a column under conditions where the
analyte of interest 1s reversibly retained by the column pack-
ing material, while one or more other materials are not
retained. In these embodiments, a first mobile phase condi-
tion can be emploved where the analyte of interest 1s retained
by the column and a second mobile phase condition can
subsequently be employed to remove retained material from
the column, once the non-retained materials are washed
through. Alternatively, an analyte may be purified by apply-
ing a sample to a column under mobile phase conditions
where the analyte of interest elutes at a differential rate in
comparison to one or more other materials. Such procedures
may enrich the amount of one or more analytes of interest
relative to one or more other components of the sample.

In one embodiment, the sample to be analyzed 1s applied to
the column at the inlet port, eluted with a solvent or solvent
mixture, and discharged at the outlet port. Different solvent
modes may be selected for eluting the analytes of interest. For
example, liquid chromatography may be performed using a
gradient mode, an 1socratic mode, or a polytyptic (1.e. mixed)
mode. In preferred embodiments, HPLC is performed on an
analytical HPLC system with a C8 solid phase using 0.2%
tormic acid in HPLC Grade Ultra Pure Water and 0.2% for-
mic acid in 100% methanol as the mobile phases.

Numerous column packings are available for chromato-
graphic separation of samples and selection of an appropriate
separation protocol 1s an empirical process that depends on
the sample characteristics, analyte of interest, presence of
interfering substances and their characteristics, etc. Commer-
cially available HPLC columns include, but are not limited to,
polar, 1on exchange (both cation and anion), hydrophobic
interaction, phenyl, C-2, C-8, C-18, and polar coating on
porous polymer columns.

In one embodiment, the HPLC column has a C8 solid phase
with a median particle size of 5 um (nominal) and a median
particle pore size of 100 A. In a preferred embodiment the
column dimensions are 1.0 mm IDx30 mm length (Phenom-
enex Corp. Luna 5n C8(2) 100 A New Column 50x1.0 mm,
Phenomenex Cat. No. 00B-4249-A0 or equivalent).

During chromatography, the separation ol materials 1s
elfected by variables such as choice of eluent (also known as
a “mobile phase”), choice of gradient elution and the gradient
conditions, temperature, etc.

Detection and Quantitation by Mass Spectrometry

In various embodiments, Tg peptides may be 1omized by
any method known to the skilled artisan. Mass spectrometry
1s performed using a mass spectrometer, which includes an
ion source for 1omizing the fractionated sample and creating
charged molecules for further analysis. Ionization sources
used 1n various MS techniques include, but are not limited to,
clectron 10n1zation, chemical 10n1zation, electrospray 10niza-
tion (ESI), photon 1omization, atmospheric pressure chemical
ionization (APCI), photoionization, atmospheric pressure
photoionization (APPI), fast atom bombardment (FAB)/1ig-
uid secondary 1onization (LSIMS), matrix assisted laser des-
orption 1onization (MALDI), field ionization, field desorp-
tion, thermospray/plasmaspray 1onization, surface enhanced
laser desorption 1onization (SELDI), inductively coupled
plasma (ICP) and particle beam 1onization. The skilled artisan
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will understand that the choice of 1onization method may be
determined based on the analyte to be measured, type of
sample, the type of detector, the choice of positive versus
negative mode, etc.

In preferred embodiments, Tg peptides are 1onized by elec-
trospray 1onization (ESI) creating T'g peptide precursor 1ons.
In related preferred embodiments, Tg peptide precursor 10ns
are 1n a gaseous state and the inert collision gas 1s argon.

After the sample has been 1onized, the positively charged
ions thereby created may be analyzed to determine m/z. Suit-
able analyzers for determining m/z include quadrupole ana-
lyzers, 10n trap analyzers, and time-oi-tlight analyzers. The
ions may be detected using one of several detection modes.
For example, only selected 1ons may be detected using a
selective 10n monitoring mode (SIM), or alternatively, mul-
tiple 1ons may be detected using a scanning mode, e.g., mul-
tiple reaction monitoring (MRM) or selected reaction moni-
toring (SRM). In preferred embodiments, 1ons are detected
using SRM.

Preferably, m/z 1s determined using a quadrupole instru-
ment. In a “quadrupole” or “quadrupole 10n trap™ instrument,
ions 1n an oscillating radio frequency field experience a force
proportional to the DC potential applied between electrodes,
the amplitude of the RF signal, and m/z. The voltage and
amplitude may be selected so that only 1ons having a particu-
lar m/z travel the length of the quadrupole, while all other 1ons
are deflected. Thus, quadrupole instruments may act as both a
“mass filter” and as a “mass detector” for the 1ons 1njected
into the mstrument.

One may enhance the resolution of the MS technique by
employing “tandem mass spectrometry,” or “MS/MS.” In this
technique, a precursor 1on (also called a parent 1on) generated
from a molecule of interest can be filtered 1n an MS 1nstru-
ment, and the precursor 1on subsequently fragmented to yield
one or more fragment 10ns (also called daughter 10ns or prod-
uct 1ons) that are then analyzed 1n a second MS procedure. By
careful selection of precursor 1ons, only 10ons produced by
certain analytes are passed to the fragmentation chamber,
where collision with atoms of an 1nert gas produce the frag-
ment 1ons. Because both the precursor and fragment 10ns are
produced 1n a reproducible fashion under a given set of 10n-
1zation/fragmentation conditions, the MS/MS technique may
provide an extremely powertul analytical tool. For example,
the combination of filtration/fragmentation may be used to
climinate interfering substances, and may be particularly use-
tul in complex samples, such as biological samples.

Additionally, recent advances in technology, such as
matrix-assisted laser desorption 1onization coupled with
time-oi-tlight analyzers (“MALDI-TOF”) permit the analysis
of analytes at femtomole levels 1n very short 1on pulses. Mass
spectrometers that combine time-of-flight analyzers with tan-
dem MS are also well known to the artisan. Additionally,
multiple mass spectrometry steps may be combined 1n meth-
ods known as “MS/MS”. Various other combinations may be
employed, such as MS/MS/TOF, MALDI/MS/MS/TOEF, or
SELDI/MS/MS/TOF mass spectrometry.

The mass spectrometer typically provides the user with an
10n scan; that 1s, the relative abundance of each 1on with a
particular m/z over a given range (e.g., 400 to 1600 amu). The
results of an analyte assay, that 1s, a mass spectrum, may be
related to the amount of the analyte 1n the original sample by
numerous methods known 1n the art. For example, given that
sampling and analysis parameters are carefully controlled,
the relative abundance of a given 1on may be compared to a
table that converts that relative abundance to an absolute
amount of the original molecule. Alternatively, molecular
standards may be run with the samples and a standard curve
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constructed based on 1ons generated from those standards.
Using such a standard curve, the relative abundance of a given
ion may be converted 1into an absolute amount of the original
molecule. In certain preferred embodiments, an internal stan-
dard 1s used to generate a standard curve for calculating the
quantity of Tg. Methods of generating and using such stan-
dard curves are well known 1n the art and one of ordinary skill
1s capable of selecting an appropriate internal standard.
Numerous other methods for relating the amount of an 10n to
the amount of the original molecule will be well known to
those of ordinary skill 1n the art.

One or more steps of the methods may be performed using,
automated machines. In certain embodiments, one or more
purification steps are performed on-line, and more preferably
all of the LC purification and mass spectrometry steps may be
performed 1n an on-line fashion.

In certain embodiments, techniques such as MS/MS are
used to 1solate precursor 1ons for further fragmentation. In
these embodiments, collision activation dissociation (CAD)
may be used to generate the fragment 10ns for further detec-
tion. In CAD), precursor 1ons gain energy through collisions
with an inert gas, and subsequently fragment by a process
referred to as ‘“‘unimolecular decomposition”. Suificient
energy must be deposited 1n the precursor 10n so that certain
bonds within the 10n can be broken due to increased vibra-
tional energy. In alternative embodiments, electron transier
dissociation (ETD) may be used to generate the fragment
1ons. In ETD, radical anions are used to transfer electrons to
multiply charged peptide or protein cations resulting in ran-
dom cleavage along the peptide backbone.

In particularly preferred embodiments, Tg 1s detected and/
or quantified using LC-MS/MS as follows. A Tg peptide
enriched test sample prepared as described above 1s subjected
to LC. The flow of liquid solvent from the chromatographic
column enters the heated nebulizer interface of a LC-MS/MS
analyzer and the solvent/analyte mixture 1s converted to vapor
in the heated tubing of the interface. The analyte (e.g., Tg
peptides), contained 1n the nebulized solvent, 1s 1on1zed by the
corona discharge needle of the interface, which applies a large
voltage to the nebulized solvent/analyte mixture. The 1ons
(1.e. Tg peptide precursor 10ns) pass through the orifice of the
instrument and enter the first quadrupole. Quadrupoles 1 and
3 (Q1 and (Q3) are mass filters, allowing selection of 10ns (1.e.,
“precursor’” and “fragment” 1ons) based on their m/z. Qua-
drupole 2 (Q2) 1s the collision cell, where 10ns are frag-
mented. Q1 selects for 10ns with m/z of peptide T129 precur-
sor 1ons (m/z of 636.4+0.5). Selected precursor ions are
allowed to pass into the collision chamber (Q2), while 10ns
with any other m/z collide with the sides of (Q1 and are
climinated. Precursor 1ons entering Q2 may be fragmented
with collision activated dissociation (CAD) through colli-
sions with neutral argon gas molecules. Alternatively, 1t the
precursor 1ons entering Q2 are multiply charged cations, they
may be fragmented with electron transter dissociation (ETD).
The fragment 1ons generated are passed into 3, where
selected fragment 10ons are collected while other 1ons are
climinated.

Using standard methods well known 1n the art, one of
ordinary skill 1s capable of identifying one or more fragment
ions of a particular Tg peptide precursor 1on that may be used
for selection 1n Q3. A specific fragment 1on 1s one that will not
be formed 1n significant amounts by other molecules with
similar molecular structures. In contrast, a non-specific frag-
ment 10n 1s one that 1s formed by molecules other than the
desired analyte. Suitable specific fragment 10ns can be 1den-
tified by testing various molecular standards to determine
whether fragment 1ons formed by a selected Tg peptide are
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also formed by other molecules with similar structures or
teatures. Preferably, at least one fragment 10n specific for Tg

peptide 1ons with m/z corresponding to that of peptide T129

ions are i1dentified. More preferably, one or more of these
fragment 1ons have m/z of 797.4x0.5, 912.4+0.5 or

1059.5x0.5.

As 10ns collide with the detector they produce a pulse of
clectrons that are converted to a digital signal. The acquired
data 1s relayed to a computer, which plots 10n counts per unit
time. The areas under the peaks corresponding to particular
ions, or the amplitude of such peaks, are measured and the
area or amplitude 1s correlated to the amount of the analyte of
interest. In certain embodiments, the area under the curves, or
amplitude of the peaks, for fragment 10n(s) and/or precursor
ions are measured to determine the amount of Tg peptides
with m/z corresponding to peptide T129. As described above,
the relative abundance of a given 1on may be converted into an
absolute amount of the original analyte using calibration stan-
dard curves based on peaks of one or more 10ns of an internal
molecular standard. The absolute amount of an analyte
detected by LC-MS/MS can then be converted into an abso-
lute amount of Tg that was present 1n the original test sample.

The following examples serve to illustrate the invention.
These examples are 1n no way intended to limit the scope of
the methods.

EXAMPLES

Example 1
Demonstration of MS Quantitation of Peptide T129

Several samples with various known concentrations of
peptide T129 were prepared by series dilution starting with a
sample of known peptide T129 concentration. Peptide T129
LOQ and calibration curves were developed from LC-MS/
MS analysis of these samples.

LC was performed with a Phenomenex analytical column
(Phenomenex Corp. Luna 5u. C8(2) 100 A New Column
50x1.0 mm). A binary HPLC eluent composed of 0.2% for-
mic acid 1n ultra pure water (HPLC grade) (mobile phase A)
and 0.2% formic acid m 100% methanol (mobile phase B)
was applied to the analytical column to separate selected Tg
peptides from other species contained in the sample. The
binary eluent was applied according to the following gradient
profile: as a first step, an 80/20 mixture of mobile phase
A/mobile phase B was applied for 120 seconds; as a second
step, a 30/70 mixture of mobile phase A/mobile phase B was
applied for 60 seconds; as a third step, the relative amount of
mobile phase B 1n the mixture was ramped to a 5/95 mixture
of mobile phase A/mobile phase B over a period of 120
seconds; as a fourth step, a 5/95 mixture of mobile phase
A/mobile phase B was applied for 60 seconds; as a fifth and
final step, an 80/20 mixture ol mobile phase A/mobile phase
B was applied for 240 seconds.

The separated sample was then subjected to MS/MS for
quantitation of one or more Tg peptides with m/z correspond-
ing to peptide T129.

MS/MS was performed using a Finnigan TSQ Quantum
Ultra MS/MS system (Thermo FElectron Corporation). The
tollowing software programs all from ThermoFElectron were
used in the Examples described herein: Tune Master V 1.2 or
newer, Xcalibur V 2.0 SR1 or newer, TSQ Quantum 1.4 or
newer, LCQuan V 2.0 or newer, and XReport 1.0 or newer.
Liquid solvent/analyte exiting the analytical HPLC column
flowed to the heated nebulizer interface of a Thermo Finnigan
MS/MS analyzer. The solvent/analyte mixture was converted
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to vapor 1n the heated tubing of the interface. Analytes 1n the
nebulized solvent were i1onized by the corona discharge

needle of the interface, which applied voltage to the nebulized
solvent/analyte mixture.

Ions passed to the first quadrupole (Q1), which selected
ions with a m/z of 636.4+0.5. Ions entering Quadrupole 2
(QQ2) collided with argon gas to generate 1on fragments, which
were passed to quadrupole 3 ((Q3) for further selection. Mass
transitions used for quantitation of precursor 1ons with m/z
corresponding to peptide T129 during validation on positive
polarity are shown 1n Table 1.

TABL.

1

(Ll

Mass transitions for precursor ions with m/z corresponding to

peptide T129 (Positive Polarity)

Precursor Ion (im/z) Fragment Ion (m/z)

636.4 0.5 7974 £05,9124 £0.5

& 1059.5 £ 0.5

To determine the limit of quantitation (LOQ) with a preci-
s10n 01 20% and an accuracy of 80% to 120%, seven difierent
samples at varying concentrations were assayed and the
reproducibility (CV) determined for each. The LOQ for one
or more Tg peptides with m/z corresponding to peptide T129
was defined at about 67 amol/ul.

Data collected and used to develop the LOQ and Calibra-
tion curves 1 FIGS. 5§ and 6 1s shown in Table 2.

TABLE 2

Data collected and used to develop LOQ and Calibration curves
for peptide T129 1n spiked stripped serum samples

Femtomoles

Peptide T129 of peptide Average Ion
Concentration T129 1n 30 pul Counts per

(Attomoles/ul) sample Second CV (%)

2.5 0.075 1471.6 0.264429

25 0.75 2435.6 0.188653

75 2.25 6455.4 0.147946

150 4.5 133224 0.075327

300 9 28805 0.073374

450 13.5 46199.6 0.067088

600 18 61302.2 0.030893

Example 2

Demonstration of Quantitation of Peptide T129 1n
Peptide T129 Spiked Processed, Concentrated and
Digested Stripped Serum

A 500 ul sample of stripped serum (e.g., the test sample 1n
this Example) was added atop the filter element of a commer-

cially available 300 kDa molecular weight cut-off filter car-
tridge (Pall Corp. Nanosep 300 kDa, Pall Corp. Cat. No.

OD300C33).

The test sample was completely filtered upon centrifuga-
tion of the cartridge at 13 kg for 6 minutes. The filtrate was
removed and discarded. 500 ul of HPLC grade water was then
added to the top of the filter and the cartridge was again
centrifuged at 13 kg for 6 minutes. The filtrate was again
removed and discarded. Next, 200 ul of 20 mM ammonium
acetate was added to the top of the filter. The cartridge was
again centrifuged at 13 kg for 3 minutes. The filtrate was
again removed and discarded and 100 pl of 20 mM ammo-
nium acetate was added to the top of the filter.
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Then, 15 ng of trypsin (Promega Trypsin Gold, Mass Spec
Grade, Promega Corp. Cat. No. V3280 or equivalent) was
added to the test sample remaining on top of the filter. The
resulting mixture was incubated without removal from the
filter cartridge at 37 C for up to 17 hours.

After incubation, the filter cartridge was centrifuged at 13
kg for 6 minutes, and the filtrate retained. The filter cartridge
was then washed by adding 50 ul of 20 mM ammonium
acetate to the top of the filter and centrifuged at 13 kg for 6
minutes. Test samples for analysis by LC-MS/MS were cre-
ated by pooling the two retained post-digestion filtrates.

The starting volume of stripped serum samples subjected
to the above processing and concentration was about 500 ul.
The final volume of each pooled post-digestion filtrate was
about 130 ul. Thus the above process concentrates samples by
a factor of 3.83.

Peptide T129 was then added to the pooled post-digestion
filtrates 1n varying concentrations. 30 ul samples were then
analyzed for quantitation of peptide T129 by LC-MS/MS
according to the procedure described 1n Example 1 with the
exception that the mass transitions shown in Table 3 were
used. The fragment 1on with a m/z of 797.4+0.5 was not used
due to increased background generated by the processed,
concentrated stripped serum.

TABL.

L1l

3

Mass transitions for precursor 1ons with m/z corresponding to
peptide T129 from peptide T129 spiked stripped serum
samples (Positive Polarity)

Precursor Ion (m/z) Fragment Ion (Im/z)

636.4 +0.5 9124 £ 0.5 & 10595 £0.5

Data collected and used to develop the LOQ and Calibra-
tion curves found 1n FIGS. 7 and 8 1s shown 1n Table 4.

TABLE 4

Data collected and used to develop LOQ and Calibration curves
for peptide T129

Femtomoles of Average [on

Tg in spiked Counts per
serum sample Second CV (%)
0.75 203 0.348839
1.5 957.25 0.263782
3 2984.75 0.269659
4.5 6504.75 0.063318
11.25 18210.5 0.097296
22.5 37620 0.085823
30 51451 0.035083

Demonstration of Quantitation of Peptide 17129 1n
Stripped Serum Containing Various Concentrations

Example 3

of Added Tg

Several 500 ul samples of stripped serum containing vari-

ous concentrations ol added Tg were prepared according to
the procedure detailed m Example 2. LC-MS/MS of the
resulting test samples was carried out following the steps
detailed 1n Example 1.

Data collected and used to develop the calibration curve
tound 1 FIG. 9 are found 1n Table 6.
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TABL.

(Ll
N

Data collected and used to develop the calibration curve for

peptide T129 MS/MS 1n Tg spiked stripped serum (processed

and condensed as described in Example 3).

Femtomoles of Average [on

Tg in spiked Counts per
serum sample Second CV (%)
0 R784.667 0.176987
1.5 8259.5 0.246833
4.5 9953.25 0.186588
11.25 9696.25 0.23816
22.5 13848.25 0.225496
45 18125.5 0.110826

—

T'he contents of the articles, patents, patent applications,

and all other documents and electronically available informa-
tion mentioned or cited herein, are hereby incorporated by
reference in their entirety to the same extent as if each mndi-
vidual publication was specifically and individually indicated
to be mcorporated by reference. Applicants reserve the right
to physically incorporate into this application any and all
materials and information from any such articles, patents,
patent applications, or other physical and electronic docu-
ments.

The methods 1llustratively described herein may suitably
be practiced 1n the absence of any element or elements, limi-
tation or limitations, not specifically disclosed herein. Thus,

-2 S Y i

for example, the terms “comprising”, “including,” contain-

ing”’, etc. shall be read expansively and without limitation.
Additionally, the terms and expressions employed herein
have been used as terms of description and not of limitation,
and there 1s no intention 1n the use of such terms and expres-

s1ons of excluding any equivalents of the features shown and

described or portions thereol, but it 1s recognized that various
modifications are possible within the scope of the invention
claimed. Thus, 1t should be understood that although the
present invention has been specifically disclosed by preferred
embodiments and optional features, modification and varia-
tion of the invention embodied therein herein disclosed may
be resorted to by those skilled 1n the art, and that such modi-
fications and variations are considered to be within the scope
of this invention.

The mvention has been described broadly and generically
herein. Each of the narrower species and subgeneric group-
ings falling within the generic disclosure also form part of the
methods. This includes the generic description of the methods
with a proviso or negative limitation removing any subject
matter from the genus, regardless of whether or not the
excised matenal 1s specifically recited herein.

Other embodiments are within the following claims. In
addition, where features or aspects of the methods are
described 1n terms of Markush groups, those skilled 1n the art
will recognize that the invention 1s also thereby described in
terms of any individual member or subgroup of members of
the Markush group.
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Ser

Trp

Gly

155

Leu

Gly

Met

Val

Cys

235

Glu

Leu

ATYg

Thr

Tyr

315

Gln

His

Ser

SEQUENCE LISTING

Ala

Ala

Thr
60

AsSn

Gly

Cvys

140

AYg

Leu

Glu

ITle

Thr

220

Hig

Leu

Pro

Phe

Lys

300

Val

Thr

Gly

Ser

Gln

Gln

45

Val

Gly

Leu

Ile

Asp

125

Vval

Pro

His

Phe

Phe

205

Phe

Leu

Ser

Leu

285

Cys

Pro

Glu

Thr

Ala
365

Tle

Pro

30

Ala

Gln

Ser

Ser

Agn
110

Gly

Met

190

ASP

Ser

Ala

Leu

Thr

270

Ala

Glu

Ser

Gly

ATrg

350

Ser

Cys
15

Leu

ASpP

Glu

Phe

o5

Ser

Ala

2la

Arg

Val

175

Pro

Leu

Ser

ASP

ASpP

255

Phe

Val

Val

Pro
335

Gln

Glu

US 8,455,259 B2

Trp

ATrg

Gln

Val

80

Thr

Pro

Glu

Cys

160

Gly

Val

Val

Phe

Ser

240

Glu

Thr

Gln

Glu

ATrg

320

Gln

18



Gln

Gln

385

Val

Val

Phe

Pro

Lys

465

Gly

Phe

Gly

ASh

Asn

545

AsSn

Phe

ATrg

Glu

Ser

625

Ser

ATrg

Met

Ser

Cys

705

Gly

Ala

Pro

Trp

Gln

370

Hig

Ala

ASpP

Ser

Sexr

450

Arg

Gln

Ser

Arg

Sexr

530

Gln

Leu

ASpP

Gln
610

Gly
Glu
690

Val

Phe

Thr

Arg
770

Gln

Ala

ASP

Ser

Val

435

Arg

Leu

Phe

Gln

Gln

515

Ser

Pro

Agn

Leu

Leu

595

Thr

Glu

Gly

Pro

Ser

675

Gly

ASP

Pro

Leu

Leu

755

Gln

ATrg

Leu

Leu

Phe

Gly

420

Ser

Gly

Gln

Agn

Phe

500

Glu

Thr

Thr

Ala

Phe

580

Gly

Pro

ASDP

Thr
660

Gln

Hig

Ala

ATJg
740

Ser

Val

Trp

Ser

Phe

Ala

405

Leu

Glu

Leu

Gln

Leu

485

Phe

Asp

Gly

Val

Leu

565

Leu

AsSp

Glu

Vval

Glu

645

AsSp

Pro

Phe

Glu

Lys

725

Thr

AsSp

Gln

Glu

ATrg

Ser

390

Thr

Leu

AsSn

Ala

Asn

470

Ser

Gln

Leu

Thr

Gly

550

Gln

Val

ATrg

Gln

630

Leu

Ala

Leu

Gly
710

Val

Thr

Ala

19

Leu
375
Ser
Ser
Arg
Leu
Arg
455
Leu
Gly
Gln
Ala
Pro
535
Ser
Phe
Hisg
Met
Leu
615
Pro
Glu
Gly
Pro
695
Gln

Pro

Gln

Asn
775

Gln

Pro

Pro
Leu

440

Leu

Phe

2la

Leu

Lys

520

Glu

Phe

Leu

Ala

Glu

600

Phe

Phe

Gly

Ser

680

Val

Ala

Thr

Ala

Tle

760

Gly

Agn

Phe

Glu

Pro

Met

425

Ala

Gly

Leu

Gly

505

Pro

Ala

Gly

Ala

Tle

585

Thr

Val

Ser

Ser

Gln

665

Thr

Gln

Tle

Pro

Leu

745

Pro

Pro

Gly

Pro

410

Val

Glu

Leu

Gly

Gly

490

Leu

Leu

2la

Phe

Ser

570

Ser

Val

Pro

Gly

Arg

650

Arg

Leu

Pro
Cys
730

Leu

Gln

Pro

Gly

Thr

AYg

395

Thr

Glu

Ala

Gln

Lys

475

Thr

Ala

Ser

Glu

555

Leu

Val

Leu

Ser

Glu

635

Val

Ala

Phe

Phe

Gly

715

Gln

Ser

Glu

Gln

-continued

Ser

380

Trp

Tle

Gly

ITle

Phe

460

Phe

AT

Ser

Val

Lys

540

Tle

Leu

Pro

Ser

Cvs

620

AYg

ATrg

Val

AsSn

700

Thr

Leu

AsSn

Ser

Gln
780

ASpP

Gly

Ala

Gln

Arg

445

Thr

Leu

Gly

Phe

Gly

525

Asp

AsSn

Glu

Glu

Ser

605

Thr

Trp

Gly

Met

Pro

685

Ser

Arg

Gln

Ser

Thr

765

Val

Leu

Tyr

Ser

Glu

Ser

430

Ala

Thr

Val

Thr

Leu

510

Leu

Gly

Leu

Leu

ASP

590

Gln

Thr

Gly

Gln

670

Ala

Glu

Ser

Ser

Ser

750

ASP

Phe

Thr

Phe

Pro

Leu

415

Gln

Ile

AgSh

Agn

Phe

495

Agn

ASP

Thr

Gln

Pro

575

Val

Thr

Glu

Val

Gln

655

Ser

2la

Glu

735

Met

Gly

Glu

Pro

US 8,455,259 B2

Ser

ATg

400

Phe

Gln

Phe

Pro

Val

480

Agh

Gly

Ser

Met

Glu

560

Glu

Ala

Gly

Agn

640

Pro

Leu

Thr

Tle

720

Gln

Leu

Gln

Leu

Ala

20



-contilnued
785 790 795 800
Lys Leu Leu Val Lys Ile Met Ser Tyvr Arg Glu Ala Ala Ser Gly Asn
805 810 815
Phe Ser Leu Phe Ile Gln Ser Leu Tyr Glu Ala Gly Gln Gln Asp Val
820 825 830
Phe Pro Val Leu Ser Gln Tyr Pro Ser Leu Gln Asp Val Pro Leu Ala
835 840 845
Ala Leu Glu Gly Lys Arg Pro Gln Pro Arg Glu Asn Ile Leu Leu Glu
850 855 860
Pro Tyr Leu Phe Trp Gln Ile Leu Asn Gly Gln Leu Ser Gln Tyr Pro
865 870 875 880
Gly Ser Tyr Ser Asp Phe Ser Thr Pro Leu Ala His Phe Asp Leu Arg
885 890 895
Asn Cys Trp Cys Val Asp Glu Ala Gly Gln Glu Leu Glu Gly Met Arg
500 505 910
Ser Glu Pro Ser Lys Leu Pro Thr Cys Pro Gly Ser Cys Glu Glu Ala
015 520 525
Lys Leu Arg Val Leu Gln Phe Ile Arg Glu Thr Glu Glu Ile Val Ser
930 935 540
Ala Ser Asn Ser Ser Arg Phe Pro Leu Gly Glu Ser Phe Leu Val Ala
945 950 055 560
Lys Gly Ile Arg Leu Arg Asn Glu Asp Leu Gly Leu Pro Pro Leu Phe
965 970 975
Pro Pro Arg Glu Ala Phe Ala Glu Gln Phe Leu Arg Gly Ser Asp Tyr
580 985 990
Ala Tle Arg Leu Ala Ala Gln Ser Thr Leu Ser Phe Tyr Gln Arg Arg
995 1000 1005
Arg Phe Ser Pro Asp Asp Ser Ala Gly Ala Ser Ala Leu Leu Arg
1010 1015 1020
ser Gly Pro Tyr Met Pro Gln Cys Asp Ala Phe Gly Ser Trp Glu
1025 1030 1035
Pro Val Gln Cyg His Ala Gly Thr Gly His Cygs Trp Cys Val Agp
1040 1045 1050
Glu Lys Gly Gly Phe Ile Pro Gly Ser Leu Thr Ala Arg Ser Leu
1055 1060 1065
Gln Ile Pro Gln Cys Pro Thr Thr Cys Glu Lys Ser Arg Thr Ser
1070 1075 1080
Gly Leu Leu Ser Ser Trp Lys Gln Ala Arg Ser Gln Glu Asn Pro
1085 1090 1095
Sser Pro Lys Asp Leu Phe Val Pro Ala Cys Leu Glu Thr Gly Glu
1100 1105 1110
Tyr Ala Arg Leu Gln Ala Ser Gly Ala Gly Thr Trp Cys Val Asp
1115 1120 1125
Pro Ala Ser Gly Glu Glu Leu Arg Pro Gly Ser Ser Ser Ser Ala
1130 1135 1140
Gln Cys Pro Ser Leu Cys Asn Val Leu Lys Ser Gly Val Leu Ser
1145 1150 1155
Arg Arg Val Ser Pro Gly Tyr Val Pro Ala Cys Arg Ala Glu Asp
1160 1165 1170
Gly Gly Phe Ser Pro Val Gln Cys Asp Gln Ala Gln Gly Ser Cys
1175 1180 1185
Trp Cys Val Met Asp Ser Gly Glu Glu Val Pro Gly Thr Arg Val
1190 1195 1200

21
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-continued

Thr

Phe

Tle

ATg

Gly

ASpP

Glu

Gly

Val

Hig

Phe

Ser

Hig

Phe

Ile

Ala

Ala

Ala

ATrg

Gln

Val

Pro

Gly
1205

Agn
1220

Ser
1235

Arg
1250

Ser
1265

ala
1280

His
1285

Tyr
1310

Leu
1325

Thr
1240

Gly
1355

Ser
1370

ASpP
1385

Thr
1400

Lys
1415

Phe
1430

Tvyr
1445

Val
1460

Pro
1475

Cys
1490

Phe
1505

Gly
1520

ASp
1535

Arg
1550

Cys
1565

Tle
1580

ASp
1595

Gly

Ala

Gly

Gln

Leu

Phe

Ala

Thr

Leu

Cvys

Arg

Tle

ASP

Thr

Gly

Gln

Vval

Ser

Leu

Arg

Leu

Leu

Phe

Ser

Gln

Ser

Pro

Gly

Glu

Gln

Gln

AsSp

Ala

Val

Leu

Leu

Glu

Leu

Phe

Thr

Val

Pro

Pro

Gln

Gln

Gly

Pro

Met

Asp

Glu

Pro

Glu

Thr

Ser

Ser

ATy

Leu

Leu

ATy

Ser

Thr

Glu

Ile

Pro

Ser

Leu

Pro

Val

Thr

Ser

Trp

Met

2la

Phe

Ala

Val

Gly

Trp

Gly

Pro

Gln

Leu

Gly

Tle

ATrg

ASP

Ala

Gln

Ala

Pro

Thr

Glu

Gly

Pro

His

ASP

Gly

Trp

Gln

Agn

Pro

Cys
1210

Val
1225

Ser
1240

Ser
1255

Arg
12770

Gln
1285

Leu
1300

Gln
1215

Phe
1230

Pro
1345

Glu
1260

Tle
1275

Leu
1390

Ser
1405

Glu
1420

Arg
1435

Ser
1450

Gly
1465

Phe
1480

Val
1495

Cys
1510

Gln
1525

Lys
1540

Glu
1555

Lys
1570

2la
1585

Val
1600

Glu

Gly

Ala

Val

Trp

Leu

Pro

Thr

Val

ATrg

Pro

Val

Gly

Thr

Thr

Glu

Ser

Gly

Val

Agn

Ala

Thr

Phe

Pro

Met

Ser

Gly

Met

Phe

Glu

Trp

Pro

Phe

Gln

Leu

Val

Gly

Ser

Tle

Trp

Ala

Gln

ATy

Thr

Gly

Phe

Glu

Glu

Val

Gln

Pro

Thr

Gln

Pro

Ser

Gln

Gly

Gln

Ile

Agh

Gly

Ala

Phe

Arg

Phe

sSer

Ser

Glu

Thr

ASP

Gln

Ala

Ala

ATYg

Tle

Gln

Pro

Gln

Thr

Val

Gln

Agn

Val

Ser

ASp

Gln

Phe

Gly

Gln

Gln

Gln

Thr

Val

Pro

Val

Vval

Leu

Cys
1215

Leu
1230

Cys
1245

Gly
1260

Leu
1275

Ile
1290

Met
13056

Phe
1320

Val
1335

Ser
1350

Asn
13665

Leu
1380

Leu
1395

Leu
1410

Leu
1425

Cys
1440

Asp
1455

Asp
1470

Ala
1485

Tle
1500

Gln
1515

Arg
1530

Asp
1545

Leu
1560

Pro
1575

Arg
1590

Thr
1605

Pro Leu Pro

Cys

Gln

Pro

Pro

Gln

ITle

Ser

Val

Pro

Leu

His

Gln

Ser

Gly

Glu

Gly

Ser

Arg

Ala

Gly

Glu

Glu

Ser

ASpP

Glu

Leu

Leu

Gln

Thr

Ser

Leu

Thr

Val

Thr

ASp

Gly

Leu

Gly

Glu

Leu

Glu

Ser

Ala

ASn

Ser

Glu

AgSp

Ser

Thr

Leu

Tle

Pro

Gln

Ala

Asp

Phe

Gln

Trp

Leu

Arg

Asp

Asp

Gly

Gly

Leu

Gly

Glu

Gln

Gly

Ser

Vval

Thr
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-continued

Glu

Glu

Ala

His

Ser

Asn

Gly

ASp

Gly

Leu

Asn

Val

Pro

Gly

Ala

Val

Leu

Leu

ITle

Glu

Pro

Met

ATrg

ASp
1610

Ile
1625

Met
1640

Thr
1655

Gly
1670

Thr
1685

Met
1700

Ala
1715

ATrg
1730

Gly
1745

Cys
1760

2la
1775

Ile
1790

Leu
1805

Leu
1820

Cys
1835

Gly
1850

Ile
1865

Phe
1880

Ser
1895

Thr
1910

2la
1925

Arg
1540

Val
1955

Phe
1970

Ser
1985

Glu

Ser

Thr

Ser

Gln

Thr

Leu

Agnh

AP

Ala

ASh

Thr

Leu

Glu

Trp

Arg

Leu

Val

ATrg

Glu

Gln

Leu

ITle

Gln

Glu

AP

bAla

Ser

Phe

Asp

Thr

Ser

Leu

Leu

Ile

Val

Arg

Gly

Thr

Asn

His

Ser

Val

Tle

Leu

Ala

ASP

ASpP

Gly

Ser

Leu

Gly

Thr

Ile

Pro

Leu

Thr

ASpP

ASpP

Thr

Gly

Leu

Val

Ala

Leu

Glu

Leu

Ser

ASpP

Ser

Phe

Gln

Ser

Pro

Gln

Leu

ASP

ASP

Gly

Gly

Gln

Ser

Thr

Glu

Agn

Phe

Gln

Ser

ASP

Pro

ASP

Met

Ile

Pro

Phe
1615

Tyr
1630

Lys
1645

Leu
1660

ala
1675

Lys
1690

Tyr
1705

Ala
1720

ASp
1735

Gly
1750

Trp
1765

Val
1780

ASpP
1795

ASp
1810

ASp
1825

Val
1840

Leu
1855

Gln
1870

Ser
1885

Glu
1900

Leu
19165

ASp
1930

Gln
1945

Lys
1960

Gly
1975

Ser
1990

Phe

Ala

Arg

ATrg

Val

Arg

Agn

His

Gly

Leu

Met

Thr

Gln

Thr

Met

Pro

Phe

Ser

Ala

His

Tle

Met

Val

Tle

Agn

Thr

Trp

ASP

Phe

Pro

Leu

Phe

Leu

ASP

Glu

Phe

Gly

ATy

Ser

Leu

Gln

Ser

Phe

Met

Pro

Ser

Gly

Thr

Val

Thxr

Ala

Gln

Leu

Glu

Ile

Phe

Val

Ser

Pro

ASP

Phe

Thr

sSer

Pro

Pro

Ser

Gln

Phe

Thxr

Glu

Ash

Ile

Phe

Gly

Ser

Ser

Leu

Val

Pro

Val

Leu

Ser

Ser

Gln

Ile

Agn

ATrg

Ala

Val

Ser

Ala

Ser

Ala

Phe

ATrg

Phe

Phe

Thr
1620

Asp
1635

Gly
1650

Lys
1665

Lys
1680

Thr
1695

Phe
1710

Leu
1725

Thr
1740

Pro
17565

Glu
1770

Glu
1785

Lys
1800

Phe
1815

Pro
1830

Ser
1845

Asp
1860

Gln
1875

Asnhn
1890

Gln
1905

Thr
1920

Asn
1935

Leu
1950

Tvr
1965

AgSn
1980

Glu
1995

Gly

Thr Glu Pro

Agnh

Agn

Val

Gly

Gly

Ser

Leu

Gln

Ser

Ala

Ser

Ser

Gln

Glu

Pro

Leu

Leu

Leu

Leu

Ala

Phe

Thr

Phe

Val

Ser

Arg

Gln

Phe

Ala

Ala

Val

Val

Trp

Hig

Leu

Gln

Ser

Thr

ASn

Hig

Trp

Ala

Gln

ATrg

ATYg

Val

Glu

Leu

Ala

Ser

Gly

Gln

Ser

Gln

Leu

Ala

Gln

Thr

Vval

Met

Glu

Gln

Trp

Glu

Pro

Gly

Leu

Pro

Arg

ASn
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-continued

Val

Ser

ATrg

Pro

Ser

Ser

ASpP

Ala

Pro

Thr

Glu

Leu

Gln

Ala

Ser

Thr

Leu

Leu

Trp

Ile

Ser

Gln

Gly

Ala

2000

Ser
2015

Leu
2030

Tle
2045

Phe
2060

Phe
2075

Leu
2090

Pro
2105

Thr
2120

Ser
2135

Gly
2150

His
2165

ala
2180

Glu
2195

Leu
2210

Val
2225

Glu
2240

Trp
2255

Arg
2270

Agn
2285

Val
2300

Pro
2315

Val
2330

Ser
2345

Val
2360

Gly
2375

ASp
2390

Gln

Gly

Leu

Gly

ASP

Ser

Ser

Gln

Ala

Ser

Thr

Ala

Gly

ASP

ATrg

ASP

Thr

Val

Phe

Ala

Val

Gly

Ala

ASP

Vval

Leu

Tle

AsSp

Trp

Pro

Ser

Tle

Asn

Hig

Val

Leu

Hig

Ser

Arg

Gln

Arg

Ala

Ser

Phe

Phe

Tle

Thr

Ser

Ala

Pro

bAla

Gln

Leu

Trp

Phe

Glu

Arg

Gln

Ile

Val

Ser

Phe

Phe

Ser

Thr

Tle

Hig

ASp

2la

Gly

Leu

ATg

Ser

Gly

Met

Gly

Gln

Val

Gln

His

Ser

Ala

Pro

Gln

Leu

Gln

Ser

Pro

Agn

Gly

Ser

Glu

Thr

ATrg

Tle

2005

Gly
2020

Cys
2035

Ser
2050

Lys
2065

Val
2080

Ser
2095

Phe
2110

2la
2125

Cys
2140

Met
2155

Gln
2170

Arg
2185

Ser
2200

2la
2215

Gly
2230

2la
2245

Pro
2260

Pro
2275

Gln
2290

Thr
2305

Ser
2320

Tyr
2335

Val
2350

Trp
2365

Val
2380

His
2395

Glu

Ser

Pro

Pro

Leu

Leu

ASP

Val

Leu

Phe

Agn

Val

Ile

Val

Pro

ATg

Gly

Agn

Met

Phe

ATrg

Ser

Val

Ser

Leu

Val

Glu

ASD

Tle

Pro

Ala

Val

ATg

Ile

Pro

Pro

Gln

Pro

Glu

Ala

Val

Val

ASP

Leu

Val

Gly

Gln

Leu

Leu

Thxr

Glu

Ile

Ala

Ser

Leu

Ala

ASP

Thxr

Ala

ATrg

Gly

Ile

Val

Pro

sSer

Ser

Ala

ATg

Ala

Gly

Agn

Thr

Ala

Thr

ASnh

Glu

Gln

Leu

Ser

His

Leu

Thr

ASpP

Leu

Ile

Ser

Gly

Ala

Leu

Glu

Pro

Glu

Ala

Val

Trp

His

Ala

Ala

2010

Leu
2025

Gly
2040

Val
2055

Asnhn
2070

Thr
2085

Ser
2100

Val
2115

Cys
2130

Leu
2145

Thr
2160

Leu
2175

Ser
2190

Thr
2205

Thr
2220

Ala
2235

AgSn
2250

Trp
2265

Asp
2280

Asn
2295

Glu
22310

Val
2325

Phe
22340

Gly
2355

Tle
2370

Asp
2385

Arg
2400

Thr

Gly

His

Agn

Glu

Val

Ser

Leu

Gln

Gln

Leu

Leu

His

Ser

Pro

Trp

Gln

2la

Ser

Gly

Gly

Leu

Arg

ATYg

Ala

Leu

Ala

Thr

Ala

Val

Thr

Ser

Thr

Ser

ATrg

Leu

Gly

Trp

Pro

Thr

Pro

Leu

Ser

Glu

Asn

Phe

Leu

Gly

Gly

Thr

Asn

Trp

Pro

Vval

Val

Ala

Glu

Gln

Glu

Ser

Arg

Leu

Gly

Gly

Val

Gly

Leu

Leu

Asp

Phe

Gly

AsSn
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Ser

Ser

Tle

Glu

ASp

Trp

ATrg

Gly

Phe

Ala

Ser

Thr

Ala

Pro

Gln

Phe

Phe

Phe

Val

Leu

Ser

Gly

Ser

Gln
2405

Pro
2420

2la
2435

Val
2450

2la
2465

Gly
2480

Ala
2495

Ser
2510

Gln
2525

Tvyr
2540

Arg
2555

Thr
2570

ATrg
2585

Trp
2600

Glu
2615

Phe
2630

Ser
2645

Ser
2660

Ser
2675

Pro
2690

Pro
2705

Lys
2720

Gly
2735

Gly
2750

Thr
2765

Leu

Ala

Leu

Val

Gln

Pro

Leu

Ser

Phe

Gln

Val

ASP

AP

Ala

Agn

Ala

Leu

His

ATrg

Arg

Agn

Tyr

Gln

Leu

Phe

bAla

Ala

Ser

Thr

Val

Gln

Glu

Ala

Glu

Asp

Leu

Glu

Phe

Ala

Arg

Ile

Ser

Arg

Ser

ATy

Val

Ile

ASpP

Glu

Leu

2la

Phe

Gly

Gly

Glu

Tle

Val

Gly

Gln

Ser

2la

Glu

ATrg

Tle

Glu

Leu

Leu

ASP

Ser

ASP

Ser

Gln

Ala

Ala

Tle

Ala

His

Leu

Arg

Pro

Gly

Gly

Ser

Glu

ASP

Ala
2410

Ser
2425

Val
2440

Arg
2455

Leu
2470

Gly
2485

Leu
2500

Gly
2515

Arg
2530

Agn
2545

2la
2560

Ser
2575

Tle
2590

Arg
2605

Gly
2620

Pro
2635

Ser
2650

Ser
2665

Thr
2680

Glu
2695

Leu
2710

Leu
2725

Ser
2740

Leu
2755

Val

His

Ser

Gln

Ala

Hig

Trp

Leu

Gly

Ser

Thr

Phe

Gly

Ser

Phe

Leu

Gly

Phe

Agh

Glu

Leu

Leu

Glu

Val

Phe

Val

Tle

ATJg

Leu

Trp

Ser

Pro

Agn

Leu

Ser

Agn

Ala

Thr

Glu

Ser

Met

Arg

Pro

Pro

Ser

Leu

Glu

Agnh

Thxr

Gly

Arg

Ile

Val

Glu

Pro

Leu

Pro

Thr

Ala

Ser

Glu

Leu

Gly

Ala

Met

Ala

Gly

ATg

Val

ATrg

Ser

Gly

Ala

Tle

Phe

Leu

Ala

Agn

Pro

Glu

ASp

Ala

Glu

Gln

Gly
2415

Gln
2430

Ser
2445

Asn
2460

Pro
24775

Glu
2490

Asp
2505

Ala
2520

Ser
2535

Glu
2550

Ser
2565

Leu
2580

Asp
2595

Met
2610

Leu
2625

Tvyr
2640

Ile
2655

Tvyr
26770

Trp
2685

Phe
2700

Cvys
2715

Asp
2730

Leu
2745

Glu
2760

Ser

Gln

Ser

Val

Phe

Pro

Leu

ASpP

Leu

Glu

Met

Ala

Glu

Met

Pro

Pro

Ser

Ser

Gly

Thr

Pro

Ala

Gln

Ser

Leu

Hig

Pro

Leu

Ala

Thr

Ser

Glu

Agnh

Ala

Hig

Agp

Gly

Gln

ASp

Glu

Phe

Ala

Ala

Gly

Leu

Ala

Gln

Agh

Ala

ITle

Val

Ala

Asp

His

Ala

Ser

Ala

Vval

Gln

Glu

Phe

Leu

Trp

Gly

Ser

<210> SEQ ID NO 2
<211> LENGTH: 2711

<«212> TYPE: PRT

<213> ORGANISM: Homo sapiens



<400> SEQUENCE:

Met Ala Leu Val

1

Val

Pro

Val

AsSn

65

Leu

Gln

ASP

Val

Gly

145

Pro

ASp

Gln

Hig

Gln

225

Gln

Tle

Glu

Ser

ATrg

305

ATrg

Trp

Gly

Gln

Gln
385

Val

Ser

Pro

50

ASpP

Gly

Leu

Thr

Gln
120

Met

Arg

Ser
210

Arg

Gly

Thr
Val
290

Phe

Agn

Glu
Gln
370

His

2la

Ala

Glu

35

Gln

Gly

Ser

Gln

Ser

115

Glu

Ser

Ser

Lys

195

ATrg

ATg

ASP

Thr

275

Tle

Thr

Gly

Val

Pro

355

Ala

ASP

Agn
20

Leu

ATJg

ATy

Lys

100

ASDP

Val

Pro

180

Phe

Agn

Phe

Glu

Thr

260

Leu

Ser

Ala

ASP

ASP

340

Pro

Leu

Leu

Phe

2

Leu

Tle

Gln

2la

Ser

Gln

85

Gln

Leu

Vval

Glu
165

Pro

Val

Pro
Leu
245

Tle

Gly

Thr

Tyr

325

Ala

Ser

Ser

Phe

2la
405

Glu

Phe

ATy

Glu

Cys

70

Pro

Gln

Pro

Gln

Gly

150

Tle

Gln

Asn

Phe

Glu

230

Ala

Phe

ATg

ATrg

Ser

310

Gln

Gln

ATg

Ser
3290

Thr

31

Tle
Glu
Glu
Asp
55

Trp
Gly
Tle
Gln
Gln
135

Thr

Arg

Thr
Pro
215
Val
Glu
bAla
Ile
Phe
295
Phe
Ala
Gly
Ala
Leu

375

Ser

Ser

Phe

Thr
40

Gly

Arg

Leu

Cys

120

Val

ATy

Agh

Ser

Thr

200

ASDP

Ser

Thr

Gly

Leu

280

Arg

Gly

Val

Glu
360

Pro

Thr

Gln

25

Ala

Ser

Val

Pro

Leu

105

Gln

Gln

Gln

Arg

Ala

185

ASP

Ala

Gly

Gly

Leu

265

Gln

His

Gln

Glu

345

Gly

Phe

Glu

Pro

Leu

10

Val

Phe

Phe

Gly

Val

90

Ser

ASpP

Leu

Arg

170

Glu

Met

Phe

Leu
250

ASp

Pro

Pro

Cys

330

Met

Gln

Gly

Pro
4710

Leu

ASDP

Leu

Gln

Ala

75

Ala

Gly

Ser

Trp

Gly

155

Leu

Gly

Met

Val

Cys

235

Glu

Leu

ATYg

Thr

Tyr

315

Gln

His

Ser

Thr

Arg

395

Thr

-continued

Ala

Ala

Thr
60

AsSn

Gly

Cvys

140

AYg

Leu

Glu

Ile

Thr

220

Hig

Leu

Pro

Phe

Lys

300

Val

Thr

Gly

Ser
380

Trp

Tle

Ser

Gln

Gln

45

Vval

Gly

Leu

Tle

Asp

125

Vval

Pro

His

Phe

Phe

205

Phe

Leu

Ser

Leu

285

Pro

Glu

Thr

Ala

365

Gly

Ala

Tle

Pro

30

2la

Gln

Ser

Ser

Agn
110

Gly

Met

120

ASP

Ser

Ala

Leu

Thr

270

Ala

Glu

Ser

Gly

Arg

350

Ser

Ser

Glu

Cys
15

Leu

ASP

Glu

Phe

o5

Ser

ala

2la

Arg

Val

175

Pro

Leu

Ser

ASpP

ASP

255

Phe

Val

Val

Pro

335

Gln

Glu

Phe

Pro

Leu
415
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Trp

ATrg

Gln

Val

80

Thr

Pro

Glu

Cys

160

Gly

Val

Val

Phe

Ser

240

Glu

Thr

Gln

Glu

Arg

320

Gln

Ser

Arg
400

Phe

32



Val

Phe

Pro

Lys

465

Gly

Phe

Gly

Agh

Agn

545

Asn

Phe

ATrg

Glu

Ser

625

Ser

ATrg

Met

Ser

Cvs

705

Gly

Ala

Pro

Trp

Tvr

785

Phe

Phe

ASp

Ser

Sexr

450

ATy

Gln

Sexr

Arg

Sexr

530

Gln

Leu

ASpP

Gln
610

Gly
Glu
690

Val

Phe

Thr

Arg

770

Gln

Leu

Ser

Pro

Ser

Val

435

Leu

Phe

Gln

Gln

515

Ser

Pro

Agn

Leu

Leu

595

Thr

Glu

Gly

Pro

Ser

675

Gly

ASP

Pro

Leu

Leu

755

Gln

ATg

Leu

Leu

Val

Gly

420

Ser

Gly

Gln

Agn

Phe

500

Glu

Thr

Thr

Ala

Phe

580

Gly

Pro

ASDP

Thr
660

Gln

His

Ala

ATJg
740

Ser

Val

Trp

Val

Phe
820

Leu

Leu

Glu

Leu

Gln

Leu

485

Phe

Asp

Gly

Vval

Leu

565

Leu

AsSp

Glu

Vval

Glu

645

AsSp

Pro

Phe

Glu

Lys

725

Thr

Asp

Gln

Glu

Lys

805

Ile

Ser

Leu

AsSn

Ala

Agn

470

Ser

Gln

Leu

Thr

Gly

550

Gln

Val

ATg

Gln

630

Leu

Ala

Leu

Gly

710

Val

Thr

Ala
790

Tle

Gln

Gln

33

Arg
Leu
Arg
455
Leu
Gly
Gln
Ala
Pro
535
Ser
Phe
His
Met

Leu
615
Pro
Glu
Gly
Pro
695
Gln

Pro

Gln

Asn
775
Gln

Met

Ser

Pro

Leu

440

Leu

Phe

Ala

Leu

Lys

520

Glu

Phe

Leu

Ala

Glu

600

Phe

Phe

Gly

Ser

680

Val

Ala

Thr

Ala

Tle

760

Gly

Agn

Ser

Leu

Pro

Met

425

Ala

Gly

Leu

Gly

505

Pro

Ala

Gly

Ala

Tle

585

Thr

Val

Ser

Ser

Gln

665

Thr

Gln

Tle

Pro

Leu

745

Pro

Pro

Tyr
825

Ser

Val

Glu

Leu

Gly

Gly

490

Leu

Leu

Ala

Phe

Ser

570

Sexr

Val

Pro

Gly

Arg

650

Leu

Pro

Cys

730

Leu

Gln

Pro

Gly

Arg

810

Glu

Leu

Glu

Ala

Gln

Lys

475

Thr

Ala

Ser

Glu

555

Leu

Val

Leu

Ser

Glu

635

Val

Ala

Phe

Phe

Gly

715

Gln

Ser

Glu

Gln
7985

Glu

Ala

Gln

-continued

Gly

ITle

Phe

460

Phe

ATYJ

Ser

Val

Lys

540

Tle

Leu

Pro

Ser

Cys

620

ATYg

ATrg

Val

Asn

700

Thr

Leu

AsSn

Ser

Gln

780

ASP

Ala

Gly

ASpP

Gln

Arg

445

Thr

Leu

Gly

Phe

Gly

525

Asp

ASn

Glu

Glu

Ser

605

Thr

Trp

Gly

Met

Pro

685

Ser

Arg

Gln

Ser

Thr

765

Val

Leu

Ala

Gln

Vval

Ser

430

Ala

Thr

Val

Thr

Leu

510

Leu

Gly

Leu

Leu

ASP

590

Gln

Thr

Gly

Gln

670

Ala

Glu

Ser

Ser

Ser

750

ASP

Phe

Thr

Ser

Gln
830

Pro

Gln

Ile

AgSh

Agn

Phe

495

AgSh

ASP

Thr

Gln

Pro

575

Val

Thr

Glu

Val

Gln

655

Ser

Ala

Glu

735

Met

Gly

Glu

Pro

Gly

815

ASP

Leu

US 8,455,259 B2

Gln

Phe

Pro

Val

480

Agn

Gly

Ser

Met

Glu

560

Glu

2la

Gly

Agn

640

Pro

Leu

Thr

ITle
720

Gln

Leu

Gln

Leu

Ala

800

Agn

Val

Ala

34



Ala

Pro

865

Gly

ASh

Ser

Ala

945

Pro

Ala

ATrg

Ser

Pro

Glu

Gln

Gly

Ser

Pro

Gln

Arg

Gly

Trp

Thr

Phe

Tle

Leu
850

Ser

Glu
Leu
930

Sexr

Gly

Pro

Tle

Phe

1010

Gly
1025

Val
1040

Lys
1055

Tle
1070

Leu
1085

Pro
1100

2la
1115

2la
1130

Cys
1145

Arg
1160

Gly
1175

Cys
1190

Gly
1205

Agn
1220

Ser
1235

835

Glu

Leu

Trp

Pro

015

ATrg

Agh

Tle

ATg

Arg

005

Ser

Pro

Gln

Gly

Pro

Leu

ATrg

Ser

Pro

Vval

Phe

Vval

Gly

Ala

Gly

-contilnued
840 845
Gly Lys Arg Pro Gln Pro Arg Glu Asn Ile Leu Leu Glu
855 860
Phe Trp Gln Ile Leu Asn Gly Gln Leu Ser Gln Tyr Pro
870 875 880
Ser Asp Phe Ser Thr Pro Leu Ala His Phe Asp Leu Arg
885 890 895
Cys Val Asp Glu Ala Gly Gln Glu Leu Glu Gly Met Arg
500 905 910
Ser Lys Leu Pro Thr Cys Pro Gly Ser Cys Glu Glu Ala
520 525
Val Leu Gln Phe Ile Arg Glu Thr Glu Glu Ile Val Ser
935 940
Ser Ser Arg Phe Pro Leu Gly Glu Ser Phe Leu Val Ala
550 955 560
Arg Leu Arg Asn Glu Asp Leu Gly Leu Pro Pro Leu Phe
065 570 975
Glu Ala Phe Ala Glu Gln Phe Leu Arg Gly Ser Asp Tyr
580 985 990
Leu Ala Ala Gln Ser Thr Leu Ser Phe Tyr Gln Arg Arg
1000 1005
Pro Asp Asp Ser Ala Gly Ala Ser Ala Leu Leu Arg
1015 1020
Tyr Met Pro Gln Cys Asp Ala Phe Gly Ser Trp Glu
1030 1035
Cys Hisgs Ala Gly Thr Gly His Cys Trp Cys Val Asp
1045 1050
Gly Phe Ile Pro Gly Ser Leu Thr Ala Arg Ser Leu
1060 1065
Gln Cys Pro Thr Thr Cys Glu Lys Ser Arg Thr Ser
1075 1080
Ser Ser Trp Lys Gln Ala Arg Ser Gln Glu Asn Pro
1090 1095
Asp Leu Phe Val Pro Ala Cys Leu Glu Thr Gly Glu
1105 1110
Leu Gln Ala Ser Gly Ala Gly Thr Trp Cys Val Asp
1120 1125
Gly Glu Glu Leu Arg Pro Gly Ser Ser Ser Ser Ala
1135 1140
ser Leu Cys Asn Val Leu Lys Ser Gly Val Leu Ser
1150 1155
ser Pro Gly Tyr Val Pro Ala Cys Arg Ala Glu Asp
1165 1170
Ser Pro Val Gln Cys Asp Gln Ala Gln Gly Ser Cys
1180 1185
Met Asp Ser Gly Glu Glu Val Pro Gly Thr Arg Val
1195 1200
Gln Pro Ala Cys Glu Ser Pro Arg Cys Pro Leu Pro
1210 1215
ser Glu Val Val Gly Gly Thr Ile Leu Cys Glu Thr
1225 1230
Pro Thr Gly Ser Ala Met Gln Gln Cys Gln Leu Leu
1240 1245

35
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-continued

Cys

ATg

Gly

ASp

Glu

Gly

Val

Hig

Phe

Ser

Hig

Phe

Tle

Ala

Ala

Glu

Ser

ASp

Thr

ASh

Asn

Val

Gly

Gly

ATrg
1250

Ser
1265

2la
1280

His
1285

Tvyr
1310

Leu
1325

Thr
1240

Gly
1355

Ser
1370

ASpP
1385

Thr
1400

Lys
1415

Phe
1430

Tyr
1445

Val
1460

Pro
1475

Cys
1490

Phe
1505

Ser
1520

Lys
1535

Cys
1550

Glu
1565

Val
1580

Ser
1595

ATy
1610

Gln
1625

Phe
1640

Gln

Leu

Phe

Ala

Thr

Leu

Cys

ATg

Tle

ASP

Thr

Gly

Gln

Val

Ser

Vval

Thr

Pro

Ala

Ser

Gly

Gln

Gly

Glu

Gln

Gln

Asp

Ala

Val

Leu

Leu

Glu

Leu

Phe

Thr

Val

Pro

Pro

Gln

Val

Pro

Glu

Glu

Ala

Hig

Ser

Asn

Ser

Ser

Leu

Leu

ATy

Ser

Thr

Glu

ATrg

Ile

Pro

Ser

Leu

Pro

Val

Thr

Ile

ASpP

ASpP

Ile

Met

Thr

Gly

Thr

Met

Trp

Gly

Pro

Gln

Leu

Gly

Tle

ATrg

ASP

Ala

Gln

Ala

Pro

Thr

Glu

Gly

Pro

His

Phe

Ser

Glu

Ser

Thr

Ser

Gln

Thr

Leu

Ser
1255

Arg
12770

Gln
1285

Leu
1300

Gln
1215

Phe
1230

Pro
1345

Glu
1260

Ile
1275

Leu
1390

Ser
1405

Glu
1420

Arg
1435

Ser
1450

Gly
1465

Phe
1480

Val
1495

Leu
1510

ASpP
1525

Glu
1540

2la
1555

Cys
1570

Ser
1585

Phe
1600

ASpP
1615

Thr
1630

Ser
1645

Val

Trp

Leu

Pro

Thr

Val

ATrg

Pro

Val

Gly

Thr

Thr

Glu

Ser

Gly

Met

2la

Phe

ASP

ASP

Gly

Ser

Leu

Gly

Phe

Glu

Trp

Pro

Phe

Gln

Leu

Val

Gly

Ser

Tle

Trp

Ala

Gln

ATJg

Gln

Agn

Pro

Ser

Phe

Gln

Ser

Pro

Gln

Leu

Pro

Ser

Gln

Gly

Gln

Ile

Agn

Gly

Ala

Phe

Arg

Phe

Ser

Ser

Glu

Thxr

Ala

Val

Phe

Leu

Ala

Pro

Gln

Thr

Vval

Gln

ASnh

Val

Ser

ASp

Gln

Phe

Gly

Gln

Gln

Gln

Thr

Phe

Pro

Met

Phe

Ala

ATrg

ATrg

Val

Arg

Agn

Gly Pro Leu Ile

1260

Leu
1275

Tle
1290

Met
13065

Phe
1320

Val
1335

Ser
1350

Asn
1365

Leu
1380

Leu
1395

Leu
1410

Leu
1425

Cvys
1440

Asp
1455

Asp
1470

Ala
1485

Ile
1500

Glu
1515

Val
1530

Gln
1545

Thr
1560

Trp
1575

Asp
1590

Cys
1605

Tvr
1620

Phe
1635

Pro
1650

Pro

Gln

ITle

Ser

Val

Pro

Leu

His

Gln

Ser

Gly

Glu

Gly

Ser

Ala

Val

Thr

Ala

Gln

Leu

Glu

Tle

Gln

Thr

Ser

Leu

Thr

Val

Thr

ASpP

Gly

Leu

Gly

Glu

Leu

Glu

Ser

Ala

Val

Val

Leu

Ser

Ser

Leu

Val

Pro

Val

Pro

Gln

Ala

Asp

Phe

Gln

Trp

Leu

Arg

Asp

Asp

Gly

Gly

Leu

Gly

Pro

Arg

Thr

Thr

Asp

Gly

Lys

Thr

Phe
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-continued

Ser

Leu

Gln

Ser

Ala

Ser

Ser

Gln

Glu

Pro

Leu

Leu

Leu

Leu

Ala

Phe

Thr

Phe

Thr

Gly

His

Agn

Glu

Val

2la
1655

ala
1670

Val
1685

Val
1700

Trp
1715

His
1730

Leu
1745

Gln
1760

Ser
1775

Thr
1790

Agn
1805

His
1820

Trp
1835

2la
1850

Tyr
1865

Gln
1880

ATrg
1895

Arg
1910

Val
1925

Glu
1940

Leu
1955

Leu
1970

2la
1985

Thr
2000

2la
2015

Lys
2030

Val

Ser

Gln

Leu

Ala

Gln

Thr

Val

Met

Glu

Gln

Trp

Cys

Glu

Pro

Gly

Lys

Leu

Pro

ATrg

Asn

Agn

Trp

Pro

Val

Vval

Gly

Asp

Gly

Leu

Asn

Val

Pro

Gly

Ala

Val

Leu

Leu

Tle

Glu

Pro

Met

Arg

Val

Ser

Arg

Pro

Ser

Ser

AsSp

2la

ATy

Gly

Ala

Tle

Leu

Leu

Gly

Tle

Phe

Ser

Thr

2la

Val

Phe

Ser

Ser

Leu

Tle

Phe

Phe

Leu

Pro

Agn

ASP

Ala

Agn

Thr

Leu

Glu

Trp

ATrg

Leu

Val

ATg

Glu

Gln

Leu

Tle

Gln

Glu

ASP

Gln

Gly

Leu

Gly

ASP

Ser

Leu
1660

Leu
1675

Tle
1690

Val
1705

Cys
1720

Arg
1735

Gly
1750

Lys
1765

Lys
1780

Thr
1795

ASh
1810

His
1825

Cys
1840

Ser
1855

Val
1870

Tle
1885

Leu
1900

Lys
1915

Lys
1930

2la
1945

Leu
1960

Tle
1975

ASp
19590

Trp
2005

Pro
2020

Ser
2035

Tle

Thr

Tle

Pro

Leu

Thr

ASP

ASP

Thr

Gly

Leu

Val

Ala

Leu

Glu

Leu

Ser

ASP

Gln

Leu

Trp

ATrg

ASD

ASD

Gly

Gly

Gln

Ser

Thr

Glu

Agn

Phe

Gln

Ser

ASP

Pro

ASD

Met

Tle

Pro

Gly

Met

Gly

Gln

Val

Gln

His

Ala

ASP

Gly

Trp

Val

AsSp

ASP

ASp

Val

Leu

Gln

sSer

Glu

Leu

ASP

Gln

Gly

Ser

sSer

Val

Ser

Phe

His

Gly

Leu

Met

Thr

Gln

Thr

Met

Pro

Phe

Ser

Ala

Hig

Tle

Met

Val

ITle

ASnh

Glu

Ser

Pro

Pro

Leu

Leu

ASp

Leu
1665

Phe
1680

Leu
1695

Asp
1710

Tvr
1725

Glu
1740

Phe
1755

Gly
1770

Arg
1785

Ser
1800

Leu
1815

Gln
1830

Ser
1845

Phe
1860

Met
1875

Pro
1890

Lys
1205

Ser
1920

Gly
1935

Thr
1950

Val
1965

Glu
1980

Asp
1995

Ile
2010

Pro
2025

Ala
2040

Val

Phe Cys Leu

Val

Ser

Pro

ASDP

Phe

Thr

Ser

Pro

Pro

Ser

Gln

Phe

Thr

Glu

Agnh

Ile

Phe

Gly

Thr

Glu

ITle

Ala

Ser

Leu

Ala

Leu

Ser

Ser

Gln

Tle

Asn

ATy

Ala

Val

Ser

Ala

Ser

Ala

Phe

ATYg

Phe

Phe

Asn

Glu

Gln

Leu

Ser

Hig

Thr

Pro

Glu

Glu

Phe

Pro

Ser

Asp

Gln

AsSn

Gln

Thr

AsSn

Leu

Asn

Glu

Gly

Leu

Gly

Val

Asn

Thr

Ser

Val
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-continued

Ser

Leu

Gln

Gln

Leu

Leu

His

Ser

Pro

Trp

Gln

Ala

Ser

Gly

Gly

Leu

Arg

ATrg

Ala

Ser

Gln

Ser

Val

Phe

Pro

2045

Thr
2060

Ser
2075

Thr
2090

Ser
2105

Arg
2120

Leu
2135

Gly
2150

Trp
2165

Pro
2180

Thr
2195

Pro
2210

Leu
2225

Ser
2240

Glu
22585

Agn
22770

Phe
2285

Leu
2300

Gly
2315

Gly
2330

Thr
2345

2la
2360

Gln
2375

Ser
2390

Leu
2405

His
2420

Pro
2435

Ala

Glu

Gln

Glu

Ser

ATy

Lys

Leu

Gly

Gly

Vval

Gly

Leu

Leu

ASP

Phe

Gly

Asn

Leu

Ala

Gln

Agn

Tyr

Ala

Ala

Pro

Thr

Glu

Leu

Gln

Ala

Ser

Thr

Leu

Leu

Trp

Tle

Ser

Gln

Gly

Ala

Ser

Ser

Ile

Glu

AsSp

Trp

Arg

Thr

Ser

Gly

His

2la

Glu

Leu

Val

Glu

Trp

ATy

Agn

Val

Pro

Val

Ser

Val

Gly

ASpP

Gln

Pro

2la

Val

2la

Gly

2la

Ser

Gln

Ala

Ser

Thr

Ala

Gly

ASP

ATg

ASP

Thr

Val

Phe

Ala

Val

Gly

Ala

ASP

Val

Leu

Ala

Leu

Val

Gln

Pro

Leu

2050

Agn
2065

His
2080

Val
2095

Leu
2110

His
2125

Ser
2140

Arg
2155

Gln
2170

Arg
2185

A2la
2200

Ser
2215

Phe
2230

Phe
2245

Ile
2260

Thr
2275

Ser
2290

ala
2305

Pro
2320

2la
2335

Phe
2350

2la
2365

2la
2380

Ser
2395

Thr
2410

Val
2425

Lys
2440

Phe

Glu

ATrg

Gln

Tle

Val

Ser

Phe

Phe

Ser

Thr

Ile

His

ASP

Ala

Gly

Leu

Arg

Ser

ATg

Val

Ile

Arg

Ser

Ala

Pro

Gln

Leu

Gln

Ser

Pro

Agn

Gly

Ser

Glu

Thr

Arg

Tle

ATJg

Tle

Glu

Leu

Leu

ASP

Ser

Ala

Met

Gln

Arg

Ser

Ala

Gly

Ala

Pro

Pro

Gln

Thr

Ser

Val

Trp

Val

His

Ala

Ser

Val

Arg

Leu

Gly

Leu

Val

Leu

Phe

ASnh

Val

Tle

Val

Pro

Arg

Gly

AsSn

Met

Phe

ATrg

Ser

Val

Ser

Leu

Val

His

Ser

Gln

Ala

His

Trp

2055

Arg
2070

Tle
2085

Tvr
2100

Cvs
2115

Pro
2130

Pro
2145

Gln
2160

Pro
2175

Glu
2190

Ala
2205

Val
2220

Val
2235

Asp
2250

Leu
2265

Val
2280

Gly
2295

Gln
22310

Leu
2325

Leu
2340

Leu
2355

Glu
2370

Cys
2385

Lys
2400

Val
2415

Phe
2430

Val
2445

ASDP

Thr

2la

Arg

Gly

Ile

Val

Pro

Ser

Ser

Ala

Arg

Ala

Gly

Agnh

Thr

Ala

Thr

Met

Arg

Pro

Pro

Ser

Leu

Glu

Leu

Thr

AgSp

Leu

Tle

Ser

Gly

Ala

Leu

Glu

Pro

Glu

Ala

Val

Trp

His

Ala

Ala

Gly

Ala

Met

Ala

Gly

ATYg

Val

Leu

Thr

Leu

Ser

Thr

Thr

Ala

Asn

Trp

Asp

Asn

Glu

Val

Phe

Gly

Ile

Asp

Arg

Gly

Gln

Ser

Agh

Pro

Glu

Asp
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-contilnued

Leu Leu Ile Gly Ser Ser Gln Asp Asp Gly Leu Ile Asn Arg Ala
2450 2455 2460

Lys Ala Val Lys Gln Phe Glu Glu Ser Arg Gly Arg Thr Ser Ser
2465 2470 2475

Lys Thr Ala Phe Tyr Gln Ala Leu Gln Asn Ser Leu Gly Gly Glu
2480 2485 2490

Asp Ser Asp Ala Arg Val Glu Ala Ala Ala Thr Trp Tyr Tyr Ser
2495 2500 2505

Leu Glu His Ser Thr Asp Asp Tyr Ala Ser Phe Ser Arg Ala Leu
2510 2515 2520

Glu Asn Ala Thr Arg Asp Tyr Phe Ile Ile Cys Pro Ile Ile Asp
2525 2530 2535

Met Ala Ser Ala Trp Ala Lys Arg Ala Arg Gly Asn Val Phe Met
2540 2545 2550

Tyr His Ala Pro Glu Asn Tyr Gly His Gly Ser Leu Glu Leu Leu
2555 2560 2565

Ala Asp Val Gln Phe Ala Leu Gly Leu Pro Phe Tyr Pro Ala Tyr
2570 2575 2580

Glu Gly Gln Phe Ser Leu Glu Glu Lys Ser Leu Ser Leu Lys Ile
2585 2590 2595

Met Gln Tyr Phe Ser His Phe Ile Arg Ser Gly Asn Pro Asn Tyr
2600 2605 2610

Pro Tyr Glu Phe Ser Arg Lys Val Pro Thr Phe Ala Thr Pro Trp
2615 2620 2625

Pro Asp Phe Val Pro Arg Ala Gly Gly Glu Asn Tyr Lys Glu Phe
2630 2635 2640

Ser Glu Leu Leu Pro Asn Arg Gln Gly Leu Lys Lys Ala Asp Cys
2645 2650 2655

Ser Phe Trp Ser Lys Tyr Ile Ser Ser Leu Lys Thr Ser Ala Asp
2660 2665 2670

Gly Ala Lys Gly Gly Gln Ser Ala Glu Ser Glu Glu Glu Glu Leu
2675 2680 2685

Thr Ala Gly Ser Gly Leu Arg Glu Asp Leu Leu Ser Leu Gln Glu
2690 2695 2700

Pro Gly Ser Lys Thr Tyr Ser Lys
2705 2710

<210> SEQ ID NO 3

<211> LENGTH: 1574

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 3

Ile Pro Arg Lys Pro Ile Ser Lys Arg Pro Val Arg Pro Ser Leu Pro

1 5 10 15

Arg Ser Pro Arg Cys Pro Leu Pro Phe Asn Ala Ser Glu Val Val Gly

20 25 30
Gly Thr Ile Leu Cys Glu Thr Ile Ser Gly Pro Thr Gly Ser Ala Met
35 40 45

Gln Gln Cys Gln Leu Leu Cys Arg Gln Gly Ser Trp Ser Val Phe Pro
50 55 60

Pro Gly Pro Leu Ile Cys Ser Leu Glu Ser Gly Arg Trp Glu Ser Gln

65 70 75 80

Leu Pro Gln Pro Arg Ala Cys Gln Arg Pro Gln Leu Trp Gln Thr Ile

85 S50 o5



Gln

Ser

ASpP

Gly

145

Gly

ATg

Glu

Tle

Ala

225

ATrg

Glu

Glu

Thr

305

Gln

Ala

Glu

Ser

Val

385

ASpP

Glu

ASpP

Ser

465

Ala

Arg

Pro

Thr

2la

Glu

130

Thr

Leu

Arg

Gln

210

Glu

Thr

2la

Sexr

Gln

290

Ile

Arg

Ser

Gly

Gln

370

Ile

Sexr

2la

ASpP

Gln

450

Leu

Val

Phe

Tle

Gln

ASP

115

Leu

Leu

Leu

Glu

Ala

195

Ser

Thr

Trp

Ser

Gln

275

Ala

Ser

Agn

Gln

ATg

355

Phe

Glu

Phe
435

Glu

Val
515

Gly

100

Thr

Val

Thr

ASP

180

Leu

Gly

Ile

Phe

Gln

260

ASP

Gly

Ala

Glu

Lys

340

ATJg

Leu

ASP

Phe

Ser
420

Leu

Pro
500

Phe

His

2la

2la

Ser

Arg

165

Ile

Val

Ser

ATy

Gly

245

Asp

Glu

Ser

Gly

2la

325

AsSp

Leu

Met

Ala

Pro

405

Phe

Ala

AsSp

Gln

Lys

485

Thr

Ser

Phe

Gly

ATg

Tle

150

Glu

Pro

Gly

Phe

Phe

230

Gly

Glu

Leu

Ala

310

Gly

ATrg

Pro

Met

Asn

390

Val

Phe

Trp

Ala

Val

470

Gly

Ala

45

Gln

Leu

Gly

135

Pro

Arg

Val

Gln
215
Leu

Ser

Leu

Ala

295

Phe

Leu

Gly

Trp

Gln

375

Ala

Met

Thr

Thr

Leu

455

Gly

Phe

Ser

Leu

Leu

120

Phe

Val

Leu

Ala

ASpP

200

Leu

Gln

Glu

Gly

Tle

280

Ser

Gln

Ser

Trp

360

Pro

Gln

Val

Ser

440

Gly

Val

Gln

Gln

Gly
520

Gln
105

Gln

Gly

Ser

185

Leu

His

Gly

Gly

Cys

265

Pro

Val

Gln

Gly
345
Glu

Phe

Val

Ser
425

ASP

AgSh

ATrg

Gly

Agn
505

Ala

Leu

Thr

Gln

Agh

Val

170

Leu

Leu

Leu

ASpP

Phe

250

Val

Pro

Thr

ASp

330

Thr

Glu

2la

Leu

410

Thr

Agn

Sexr

Ser

Ser

490

Met

Agn

Pro

Phe

ITle

Agn

155

Asnh

Pro

Gly

ASpP

Hisg
235

Pro

His
315
Gln

Ala

Glu

Val
395
Thr

Thr

Val

His
475
Thr

Leu

Leu

-continued

Pro

Gln

Gln

140

Serx

Val

ASP

ATrg

Ser

220

Phe

Gln

Val

Pro

300

AsSn

Phe

Ala

Val

380

AYg

ASDP

Glu

Ala

Ala

460

Gly

Thr

Ser

Thr

Gly

val

125

Val

Sexr

Thr

Leu

Phe
205

Gly

Vval

Pro

Gly

285

Vval

Val

Gly

Pro
365

Pro

Ser

Pro

Cys

445

Thr

Gln

Thr

Gly

Asp
525

Lys

110

Phe

Lys

Val

Trp

Hig

190

Thr

Thr

Thr

Leu

Glu

270

Phe

Gly

Thr

Gln

Val

350

Leu

Glu

Thr

Glu

430

Met

Ser

ASP

Leu

Leu
510

Ala

Met

Tle

Thr

Gln

Lys

175

ASP

ASpP

Phe

Ser

Thr
255

Gly

Arg

ASP

Tyr

335

ASpP

Glu

Ser

Val

Glu

415

Tle

Thr

Phe

Ser

Gln
495

His

US 8,455,259 B2

Leu

Phe

Val

160

Ser

Ile

Leu

Pro

Pro

240

Ser

Ser

Gln

Thr

Cys

320

Arg

Gly

ASpP

Pro

400

ASp

Ser

Ser

Gly

Pro

480

Agn

Leu

46



Phe

Leu

545

Pro

Ala

His

Thr

Tyr

625

Leu

Asn

Leu

Gln

705

Leu

Tle

Pro

ASh

ATrg

785

Glu

Phe

Leu

Trp

Pro

865

Phe

ASP

Tle

Phe

Ala

Cys

530

Thr

Sexr

Trp

Gln

Pro

610

Leu

Arg

Thr

Gly

Phe

690

Glu

Met

Phe
770

Agn

Leu

Agn

ATy

850

Phe

Ser

ATrg

Ser
930

Leu

Gln

Val

Ala

Val

595

Leu

Trp

Thr

Agn

675

Ser

His

Phe

Glu

Ala
755

Glu

AgSh

Ser

835

Ile

Gly

Pro

Trp

His

015

Ala

Leu

Leu

Val

Leu

Agn

580

Ile

Glu

Agn

Glu

660

Gln

Ala

Ser

Thr

Ser

740

Leu

Thr

Val

ATg

Val

820

Leu

Leu

Trp

Leu

Gln

900

Phe

Val

Tle

2la

Gln

Leu

565

Ala

Leu

Gly

Asp

Thr

645

Leu

Ser

Gln

Phe

Cys

725

Asn

Phe

Pro

Arg

805

Ser

Gly

Asp

Val

885

Ser

AsSp

Arg

Thr

Gly

550

Thr

ATg

Thr

Ser

630

Val

Phe

Leu

Gln

Cys

710

Thr

Ala

ATrg

Leu

Met

790

Gln

Tle

Gln

870

Val

Leu

Val

ASpP

Thr

47

Asp
535
Gly

Agnh

Leu
Gln
6lb
Asp
Pro
Ser
Ser
Ala
695
Gln

Leu

Gln

Pro
775
Ser
Asp
Leu
Gln
Gly
855
Leu
Ala

Ala

Leu
035

Leu

Arg

Ala

Val

Pro

Gly

600

ASpP

Met

ATy

Pro

Ser

680

Agh

Leu

Gly

Lys

760

Phe

Glu

2la

Met

840

Ser

Pro

Pro

Leu

His

920

Gln

ASDP

Ile

Gly

585

ASP

Thr

Gly

Pro

Val

665

Gln

Leu

Ala

Pro

Cys

745

Val

Gln

ASP

Gly

825

Pro

Tle

Ser

Ser

905

Val

Leu

Thr

Leu

Ile

ASp

570

Val

Gln

Phe

Ser

Ala

650

ASp

Trp

Glu

Glu

730

Arg

Tle

Ser

Pro

810

Gly

Ser

ASpP

2la

Leu

890

Ser

Ser

Ser

Gln

Cys

555

Trp

Thr

Glu

Thr

ATYg

635

Ser

Leu

His

ITle

715

Ala

Leu

Leu

Leu

ITle

795

Glu

Glu

Ile

Gln

875

Thr

Val

Thr

Glu

Pro

-continued

Cys Asp Gly Phe

540

Gly

Met

Phe

Agnh

620

Pro

Pro

ASn

Trp

Leu

700

Thr

Gln

Tle

Glu

Thr

780

Ser

Val

Glu

Glu

860

AsSn

Glu

Val

Ala

Cvys

540

Gly

Leu

Asp

Asp

Ile

605

Phe

Glu

Thr

Gln

Leu

685

Ser

Glu

Val

Leu

Asp

765

Gly

ASn

Thr

Thr

ASn

845

Val

AsSn

Val
Ala
925

Ser

Ala

Leu

Pro

Gln

590

Gln

Ser

Glu

Val

670

Phe

Arg

Ser

Pro

750

Tle

Gly

Gly

Cys

830

Gly

Hig

Ala

Val

ASP

910

Thr

Gln

Val

Ser

Ser

575

Glu

Ser

Gln

Met

Ala

655

Tle

2la

ASP

735

Gln

Val

Ser

Phe

Phe

815

Leu

Gly

Thr

Pro

Ser

895

Pro

Ser

His

Arg

US 8,455,259 B2

Val

Ser

560

Glu

Ser

Leu

Val

Gly

640

Gly

Val

His

Val

Ser

720

ASpP

Met

ITle

Phe

800

Gly

Thr

Ala

Ser

880

Leu

Ser

Agn

Glu

48
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-continued

945 950 oL5 960

Met Phe Tyr Ala Asp Thr

565

Gln Ser Cys Thr His Ser Leu Gln Gly Gln
970 975

Leu Leu Leu
80

Asn Cys Arg Arg Glu Glu Ala Thr His Ile Tyr Arg Lys

985 990

Pro Gly Ile Ser Leu Leu Ser Tyr Glu Ala Ser Val Pro Ser Val Pro

Tle

Val

Pro

Ser

Ser

Ala

ATrg

Ala

Gly

Asn

Thr

Ala

Thr

Met

ATrg

Pro

Pro

Ser

Leu

Glu

Asn

Thr

995

Ser
1010

Gly
1025

2la
1040

Leu
1055

Cys
1070

Glu
1085

Pro
1100

Glu
1115

ala
1130

Val
1145

Trp
1160

His
1175

2la
1190

ala
1205

Gly
1220

2la
1235

Met
1250

2la
1265

Gly
1280

Arg
1295

Val
1210

Arg
1325

Ser
1340

Thr

Thr

Ala

Agnh

Trp

ASP

Agn

Glu

Val

Phe

Gly

Tle

AP

ATg

Gly

Gln

Ser

Agn

Pro

Glu

AP

Ala

Ser

His

Ser

Pro

Trp

Gln

Ala

Ser

Gly

Gly

Leu

Arg

Arg

Ala

Ser

Gln

Ser

Val

Phe

Pro

Leu

Gly

Trp

Pro

Thr

Pro

Leu

Ser

Glu

Agn

Phe

Leu

Gly

Gly

Thr

2la

Gln

Ser

Leu

His

Pro

Leu

2la

Thr

Arg

Leu

Gly

Gly

Val

Gly

Leu

Leu

ASP

Phe

Gly

Agn

Leu

Ala

Gln

Agn

Ala

Tle

Val

Ala

1000

Leu
1015

Gln
1030

2la
1045

Ser
1060

Thr
1075

Leu
1090

Leu
1105

Trp
1120

Ile
1135

Ser
1150

Gln
1165

Gly
1180

2la
1195

Ser
1210

Ser
1225

Tle
1240

Glu
1255

ASp
1270

Trp
1285

Arg
1300

Gly
1315

Lys
1330

Phe
1245

Leu

Val

Glu

Trp

ATrg

Agn

Val

Pro

Val

Ser

Val

Gly

ASP

Gln

Pro

Ala

Val

Ala

Gly

Ala

Ser

Gln

Gly

ASD

ATg

ASP

Thr

Val

Phe

Ala

Val

Gly

Ala

ASP

Val

Leu

Ala

Leu

Val

Gln

Pro

Leu

Ser

Phe

Gln

Arg

Gln

ATg

Ala

sSer

Phe

Phe

Ile

Thxr

Ser

Ala

Pro

Ala

Phe

Ala

Ala

sSer

Thr

Val

Gln

Glu

Ala

Ser

Phe

Phe

Ser

Thr

Ile

His

ASpP

Ala

Gly

Leu

ATrg

Ser

ATg

Vval

ITle

ATrg

ASp

Glu

Leu

1005

Gln
1020

Leu
1035

Gln
1050

Lys
1065

Ser
1080

Pro
1095

Agn
1110

Gly
1125

Ser
1140

Glu
1155

Thr
1170

Arg
1185

Tle
1200

Arg
1215

Tle
1230

Glu
1245

Leu
1260

Leu
1275

Asp
1290

Ser
1305

Asp
1320

Ser
1335

Gln
1350

Ala

Gly

Ala

Pro

Pro

Gln

Thr

Ser

Val

Trp

Val

His

Ala

Ser

Val

ATYg

Leu

Gly

Leu

Gly

Gln

Asnh

Tle

Val

Pro

ATy

Gly

Asn

Met

Phe

ATYg

Ser

Val

Ser

Leu

Val

Hig

Ser

Gln

Ala

Hig

Trp

Leu

Gly

Ser

Gln

Pro

Glu

Ala

Val

Val

Asp

Leu

Val

Gly

Gln

Leu

Leu

Leu

Glu

Vval

Phe

Val

Tle

Arg

Leu
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Gly Gly Glu Asp Ser Asp Ala Arg Val Glu Ala Ala Ala Thr Trp
1355 1360 1365

Tyr Tyr Ser Leu Glu His Ser Thr Asp Asp Tyr Ala Ser Phe Ser
1370 1375 1380

Arg Ala Leu Glu Asn Ala Thr Arg Asp Tyr Phe Ile Ile Cys Pro
1385 1390 1395

Ile Tle Asp Met Ala Ser Ala Trp Ala Lys Arg Ala Arg Gly Asn
1400 1405 1410

Val Phe Met Tyr His Ala Pro Glu Asn Tyr Gly His Gly Ser Leu
1415 1420 1425

Glu Leu Leu Ala Asp Val Gln Phe Ala Leu Gly Leu Pro Phe Tvyr
1430 1435 1440

Pro Ala Tvyr Glu Gly Gln Phe Ser Leu Glu Glu Lys Ser Leu Ser
1445 1450 1455

Leu Lys Ile Met Gln Tyr Phe Ser His Phe Ile Arg Ser Gly Asn
1460 1465 1470

Pro Asn Tvyvr Pro Tyr Glu Phe Ser Arg Lys Val Pro Thr Phe Ala
1475 1480 1485

Thr Pro Trp Pro Asp Phe Val Pro Arg Ala Gly Gly Glu Asn Tvyr
1490 1495 1500

Lys Glu Phe Ser Glu Leu Leu Pro Asn Arg Gln Gly Leu Lys Lys
1505 1510 1515

Ala Asp Cys Ser Phe Trp Ser Lys Tyr Ile Ser Ser Leu Lys Thr
1520 1525 1530

Ser Ala Asp Gly Ala Lys Gly Gly Gln Ser Ala Glu Ser Glu Glu
1535 1540 1545

Glu Glu Leu Thr Ala Gly Ser Gly Leu Arg Glu Asp Leu Leu Ser
1550 1555 1560

Leu Gln Glu Pro Gly Ser Lys Thr Tyr Ser Lys
1565 1570

<210> SEQ ID NO 4

<211> LENGTH: 12

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 4

Val Ile Phe Asp Ala Asn Ala Pro Val Ala Val Arg
1 5 10

That which 1s claimed 1s: 4. The method of claim 1, wherein one or more of said 10ns

1. A method for determining the amount of thyroglobulin > detected in step (d) are selected from the group consisting of

in a test sample, comprising: ions with m/z of 636.4+0.5, 797.4+0.5, 912.4+0.5, and

(a) digesting thyroglobulin from said test sample to form 1059.5+0.5.
peptide T129; 5. The method of claim 1, wherein said mass spectrometry

(b) purifying said peptide T129 from step (a); comprises tandem mass spectrometry.

(¢) 1onm1zing said peptide T129 from step (b) to generate a 6. The method of claim 5, wherein said 1omzing of step (¢)
multiply charged 1on detectable by mass spectrometry; COmMprises:

(d) detecting the amount of one or more i1ons by mass ionizing said peptide T129 from step (b) to generate a
spectrometry; wherein the amount of said i1on(s) multiply charged peptide T129 precursor 10n detectable
detected 1s related to the amount of said thyroglobulinin by mass spectrometry;
said test sample. and colliding said peptide T129 precursor 1on with a col-

2. The method of claim 1, wherein said 10n of step (¢) has lision gas to generate one or more peptide T129 frag-

a mass/charge ratio of 636.4+0.5. ment 10ns.
3. The method of claim 1, wherein one or more of said 1ons 7. The method of claim 6, wherein said one or more peptide

detected 1n step (d) are selected from the group consisting ot 65 T129 fragment 10ns are selected from the group consisting of
ions with m/z of 541.3+x0.5, 612.3+x0.5, 636.4+0.5, ions with m/z of 541.3+0.5, 612.3+x0.5, 726.4+0.5,
726.4+0.5,797.420.5, 912.4+0.5, and 1059.5£0.5. 797.4+0.5, 912.4+0.5, and 1059.5+0.5.
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8. The method of claim 6, wherein said one or more peptide
1129 fragment 10ns are selected from the group consisting of

1ons with m/z of 797.4+0.5, 912.4+0.5, and 1059.5+0.5.

9. The method of claim 6, wherein said 10ns detected 1n step
(d) comprise one or more peptide T129 fragment 1ons.

10. The method of claim 1, wherein step (b) 1s accom-
plished by utilizing at least one size separation technique.

11. The method of claim 1, further comprising purifying
thyroglobulin from a body fluid or tissue sample to generate a

thyroglobulin contaiming test sample.
12. The method of claim 11, wherein said body fluid or

tissue sample comprises plasma or serum.
13. The method of claim 1, wherein said test sample com-
prises a body tluid.

14. The method of claim 13, wherein said test sample
comprises plasma or serum.

15. A method for determining persistence of thyroid tissue
in a patient after surgical removal of the thyroid gland, the
method comprising:

(a) providing a body fluid or tissue sample obtained from a

patient;

(b) processing said sample to generate a processed sample,
wherein at least one step 1n said processing comprises
subjecting said processed sample to trypsin under con-
ditions suitable to digest thyroglobulin and thereby gen-
crate peptide T129, and at lease a second step 1n said
processing comprises subjecting the post-digested pro-
cessed sample to one or more purification steps under
conditions suitable to enrich peptide T129;

(c) subjecting the processed sample of step (b) to an 10n-
1zation source under conditions suitable to generate a
multiply charged peptide T129 10n detectable by mass
spectrometry;

(d) detecting the presence of one or more peptide T129 10ns
by mass spectrometry;

wherein the presence of said one or more peptide T129 10ns
indicates persistence of thyroid tissue in the patient.

16. The method of claim 15, wherein said 1on of step (¢) has
a mass/charge ratio of 636.4+0.5.
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17. The method of claim 15, wherein one or more of said
ions detected 1n step (d) are selected from the group consist-

ing of 1ons with m/z of 541.3+£0.5, 612.3x£0.5, 636.4+0.5,
726.4+0.5, 797.4+0.5, 912.4+0.5, and 1059.5+0.5.

18. The method of claim 15, wherein one or more of said
ions detected 1n step (d) are selected from the group consist-

ing ol 1ons with m/z 01636.4+0.5,797.4+0.5,912.4+0.5, and
1059.5+0.5.

19. The method of claim 15, wherein said mass spectrom-
etry comprises tandem mass spectrometry.
20. The method of claim 19, wherein said 1on1zing of step
(C) comprises:
ionizing said peptide T129 from step (b) to generate a
multiply charged peptide T129 precursor 10n detectable
by mass spectrometry;
and colliding said peptide T129 precursor 1on with a col-
lision gas to generate one or more peptide 1129 frag-
ment 10ns.
21. The method of claim 20, wherein said one or more

peptide T129 fragment 1ons are selected from the group con-
sisting of 1ons with m/z of 541.3+0.5, 612.3+0.5, 726.4+0.3,

797.4+0.5, 912.4+0.5, and 1059.5+0.5.

22. The method of claim 20, wherein said one or more
peptide T129 fragment 1ons are selected from the group con-
sisting of 1ons with m/z of 797.4x0.5, 912.4+0.5, and
1059.5+0.5.

23. The method of claim 20, wherein said 1ons detected 1n
step (d) comprise one or more peptide T129 fragment 10ns.

24. The method of claim 15, wherein step (b) 1s accom-
plished by utilizing at least one size separation technique.

25. The method of claim 15, further comprising purifying,
thyroglobulin from a body fluid or tissue sample to generate a
thyroglobulin contaiming test sample.

26. The method of claim 25, wherein said body fluid or
tissue sample comprises plasma or serum.

27. The method of claim 135, wherein said test sample
comprises a body tluid.

28. The method of claim 27, wherein said test sample
comprises plasma or serum.
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